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Cover photograph (Courtesy of Ifremer-Victor/BICOSE 2014; reprinted with permission.):
Rimicaris exoculata specimens along deep chimney walls in the gradient betweenhydrothermal fluids and cold (8.7°C), oxygenated, and slightly saline (23.03 g kg-1) waters inthe Mid-Atlantic Rainbow Ridge. The symbiotic shrimp R. exoculata lives in large aggregates(about 2,055 individuals per m2) covering active chimneys. This shrimp harbors two complexsymbioses regardless of the geochemical conditions. One is located in its enlarged gillchamber and is at least implied in the shrimp’s nutrition through chemosynthesis. A secondone is located in its gut. In this photo, adults and recently recruited juveniles are surroundinga Segonzacia mesatlantica crab.
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se muestran los sitios de unión a sustrato y aquellos que participan en la catálisis. En el caso deenzimas con actividad esterasa (parte superior y enzima CCSP084 en la parte inferior) se representala triada catalítica. El canal de unión a sustrato de la enzima MGS-M2 y su homólogo estructural HsaDse representan como representación de superficie accesible a solvente; el potencial electroestático serepresenta con colores, donde se aprecian las diferencias en residuos cargados. Se muestran tambiénlos residuos de unión a NADH/NADPH y de sustrato para la aldo-ceto reductasa MGS-M4 y la lactatodehidrogenasa MGS-M5, y sus homólogos estructurales.
Figura 23 | Comparación de la superfie de las enzimas cristalizadas y presentadas en esta Memoria,y sus homólogos estructurales en base a búsquedas por similitud. Para cada enzima se muestran lossitios de unión a sustrato y aquellos que participan en la catálisis. La estructura aparece comorepresentación de superficie accesible a solvente; el potencial electroestático  (en unidades kb/T =constante de Boltzmann frente a la temperatura) se representa con colores, donde se aprecian lasdiferencias en residuos cargados. Las flechas indican la localización de la serina catalítica (paraestersas en la parte superior, y la enzima CCSP0084 en la parte inferior) y de los sitios de unión aNADPH/NADH y sustrato (para las enzimas MGS-M4 y MGS-M5 en la parte inferior).
Figura 24 | A. Vista detallada de las estructuras de MGS-M1, MGS-M2 y CCSP084 superpuestas. Comose aprecia las tres enzimas presentan un plegamiento / hidrolasas, si bien la esterasa MGS-M1 nopresenta un sub-domino α-hélice, que si presentan MGS-M2 y CCSP0084. Estrella negra: localizacióndel centro activo. El panel (B) representa la estructura detallada de MGS-M1 donde se aprecian loselementos estructurales ausentes en comparación con las otras dos proteínas.
Figura 25 | Vista detallada de las estructuras de MGS-M2 y CCSP084 donde se detallan los residuoscercanos al centro activo. Las estrellas negras representan los residuos potenciales que participan enla catálisis o unión a sustrato. B. Detalle del canal de la estructura de MGS-M2 donde se aprecia lapresencia de dos ligandos desconocidos, uno de ellos unido a la Ser97.
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Summary
This PhD Thesis employs metagenomic tools to identify new versatile enzymes, including esterases,
lipases, glycosidases, aldo-ketoreductases and lactate dehydrogenases. With this Thesis we access to a
wide enzyme diversity by using approaches based on the screening of activities of interest in clone
libraries. The libraries were created from DNA originated from microbial communities of different origin,
that are clearly different from those previously reported in the specialized literature. The main objective is
to achieve through an intensive screen programm to a wide collection of enzymes and to provide an in deep
understanding of the enzyme characteristics on the basis of environmental constraints, as well as of the
mechanisms reponsible for enzyme adaptation and promiscuity. These general objectives have been
achieved through: (1) functional screens in metagenomic libraries in samples with a high and new
microbial diversity with model substrates to access to a high number of positive clones for activities of
interest; (2) in silico screen, in the obtained sequences from positive clones, of those encoding enzymes of
interest; and (3) creating a database containing multiple information that includes sequences, biochemical
data and structural information. The selected enzymes have been biochemically characterized and those
most promising were subjected to high density fermentation and crystallization.
In particular, in the PhD Thesis, we have identified and characterized 25 new enzymes (22
esterases/lipases, 1 beta-glucosidase, 1 aldo-keto reductase, and 1 (L)-lactate dehydrogenase) from
metagenomic libraries created from DNA of microbial communities from 8 different habitats and the
genome of one marine bacterium: i) 4 deep sea basins (Medee, Kryos, Bannock and Matapan) of the
Eastern Mediterranean Sea (3 of which being hypersaline); ii) a karstic lake (Lake Arreo); iii) the
microbiome of the epiotic bacteria from the gill chamber of the deep-sea shrimp Rimicaris exoculata, that
lives close to deep-sea hydrothermal vents (2,320 m depth); iv) superficial seawater contaminated with
crude oil in the Barents Sea (close to Kolguev Island); v) superficial seawater from a hydrothermal vent in
Saint Paul Island (Alaska); and vi) the hydrocarbonoclastic marine bacterium Cycloclasticus sp. ME7. The
temperature, salinity and depth of the investigated habitats range from 4-16.5ºC, 1.1-348 g/kg and 0-4,908
m, respectively. The low accessibility to some the investigated habitats together the unique geochemical
constraints of some of them, make them examples of habitats not previously subjected to enzyme screen
programmes. In addition to that, the differences in temperature, salinity and pressure within them and as
compared to other previously investigated environments make them suitable model habitats to perform
structural-functional studies and to investigate protein adaptation to poly-extreme conditions and analysis
of enzyme properties such as enzyme promiscuity.
The average insert size of the libraries that were subjected to activity screen ranged from 120 to 816
Mbp. The incidence rate of positive clones containing activities of interest varied from 1:667 to 1:15,000.
The molecular mass and isoelectric point of the investigated enzymes varied from 24,190 to 84,278 Da,
and from 4.66 to 10.04, respectively. At the sequence level, the investigated enzymes presented a sequence
homology as compared to known homologous ranging from 25% and 99%. The optimal temperature for
activity range from 12 and 75ºC, and the optimal concentration of salt for activity range from 0 to 4.0 M.
The majority of the enzymes were from bacterial origin of the phylum Proteobacteria (18), followed from
those of Tenericutes (5) and Firmicutes (1); in one case, no unambiguous identification was possible.
The comparative study presented in this PhD Thesis has not only allowed us to provide the widest
collection (25) and crystal structures (6) of enzymes from aquatic environments (including deep sea),
reported to date, but also to provide a wide understanding of the enzyme reactivities and adaptations in a
number of aquatic habitats. In particular, among the most important finding we should mention the
identification and characterization of hydrolases with dual esterase:meta-cleavage product (MCP)
hydrolase, as well as the presence of thermo-active and thermo-stable enzymes in deep-sea environments
where the seawater temperature is never higher than 16.5ºC. In relation to this last point we should
highlight that we have provided first experimental evidences that link the resistance of enzymes to high
temperature and pressure in deep-sea hypersaline habitats. Moreover, the extensive analysis of substrate
profiles tested with at least 210 substrates provided a deep understanding of promiscuity of the different
enzymes investigated within them and as compared to other reported ones in the specialized literature. The
results points to rare enzyme substrates profiles of some of the enzymes herein reported, some of which
may have biotechnological potential. The data also suggests that enzymes from the same habitat may have
similar reactivities as compared to those from other habitats.
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Resumen
La presente tesis Doctoral emplea técnicas metagenómicas para la identificación de enzimas novedosas
y versátiles, que incluyen esterasas/lipasas, glicosidasas, aldo-ceto reductasas y lactato dehidrogenasas. A
través de esta Tesis se ha accedido a una amplia diversidad enzimática mediante el uso de estrategias de
rastreo de actividad enzimática en librerias de clones. Dichas librerías se han creado a partir de DNA
extraído de comunidades microbianas de diferente procedencia, que se distinguen claramente de otros
trabajos realizados con anterioridad en la literatura científica. El objetivo principal es proporcionar a través
de rastreos enzimáticos una amplia colección de enzimas, y un entendimiento detallado de las
carácterísticas de las mismas en el marco de las condiciones geoquímicas que caracterizan los hábitats de
procedencia,  y los mecanismos subyacentes a la actividad de las enzimas. Estos objetivos ambiciosos se
han conseguido mediante el empleo de: (1)  rastreos funcionales de librerias metagenómicas empleando
muestras de alta y muy diferente biodiversidad con sustratos modelo para acceder a un mayor número de
clones positivos; (2) rastreos en las secuencias obtenidas de los clones positivos de secuencias
correspondientes a las enzimas objeto de estudio; y (3) una amplia base de datos de secuencias, y datos
bioquímicos y estructurales de las enzimas estudiadas. Las enzimas  selecciondas han sido caracterizadas
bioquímicamente y aquellas más prometedoras se sometieron a fermentaciones con alta densidad celular y
técnicas de modelado y cristalización.
En particular, en la presente Tesis Doctoral se han identificado y caracterizado 25 nuevas enzimas (22
esterasas/lipasas, 1 beta-glucosidasa, 1 aldo-ceto reductasa, y 1 (L)-lactato dehidrogenasa) de metagenomas
creados a partir de DNA de comunidades microbianas procedentes de 8 hábitats diferentes y un genoma de
una bacteria cultivable. En particular de: i) cuatro fosas marinas (Medee, Kryos, Bannock y Matapan) del
Este del Mar Mediterráneo (3 de ellas hipersalinas); ii) un lago cárstico (Lago Arreo); iii) el microbioma de
agallas de una gamba (Rimicaris exoculata) que viene a 2,320 m de profundidad en la zona cercana a un
fuente hidrotermal en la Dorsal Mesoatlántica; iv) agua marina superficial contaminada con crudo cercana
a la Isla de Kolguev en el Mar de Barents; v) una fuente hidrotermal no profunda en la Isla de San Pablo
(Alaska); y vi) de la bacteria marina hidrocarbonoclástica, Cycloclasticus sp. ME7. La temperatura,
salinidad y profundidad de los hábitats estudiados oscila entre 4-16.5ºC, entre 1.1 y 348 g/kg y entre 0 y
4,908 m, respectivamente. Las características geoquímicas de estos hábitats los convierten en ejemplos de
ambientes poco explorados a nivel enzimático y la amplia diversidad de factores ambientales, en particular,
salinidad, temperatura y presión, los conviertes en hábitats adecuados para estudios estructura-función,
adaptaciones a medios extremos y análisis de promiscuidad catalítica.
El tamaño medio de las librerías sometidas a rastreos funcionales oscila entre 120 y 816 Mbp, y el
número de clones  positivos para las actividades de interés por genoteca oscila entre 1:667 a 1:15,000. La
masa molecular y el punto isoeléctrico de las enzimas estudiadas oscila entre 24,190 y 84,278 Da, y 4.66 y
10.04, respectivamente. A nivel de secuencia las enzimas identificadas y analizadas presentan homología a
nivel de identidad entre el 25% y el 99%. La temperatura óptima de actividad oscila entre los 12 y los 75ºC
y las concentraciones de sal (NaCl) para actividad óptima varían entre 0 y 4.0 M. La mayoría de las
enzimas proceden de bacterias del filo Proteobacteria (18), seguido de Tenericutes (5) y Firmicutes (1); en
uno de los casos, no fue posible sugerir la posible bacteria de origen.
El estudio comparativo de las enzimas identificadas no solo ha proporcionado la mayor colección (25) y
mayor número de estructuras (6) de enzimas de ambientes acuáticos (incluídos ambientes marinos
profundos), sino también un amplio conocimiento de nuevas reactividades y adaptaciones de las mismas.
En particular conviene destacar la identificación y caracterización de enzimas con actividad dual esterasa:
C-C hidrolasa, así como la presencia de enzimas termo-activas y termo-resistentes en ambientes marinos
profundos donde la temperatura no es superior a 16.5ºC. Los datos presentados en esta Tesis Doctoral
demuestran una relación directa entre la resistencia a la presión y un aumento en la temperatura óptima y
de desnaturalización en enzimas de microorganismos aislados de ambientes marinos profundos hiper-
salinos. Así mismo cabe mencionar que el análisis exhaustivo de las reactividades con un set de más de
210 sustratos ha proporcionado un amplio conocimiento de los niveles de promiscuidad de las enzimas de
diferentes hábitats entre sí y con enzimas comerciales y descritas en la literatura científica. Los resultados
presentados en esta Tesis Doctoral no solo apuntan a la existencia de especificidades inusuales de interés
biotecnológico, sino también indican que las enzimas de un mismo hábitat presentan, por lo general,
reactividades parecidas.
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ABREVIATURAS/ACRÓNIMOS
ACR Aldo-ceto reductasa
ADN Ácido desoxiribonucleico
AZCL Azo-carboximetil
AZCL-HE Azo-carboximetil hidroxietil
CD Dicroismo circular
CSIC Consejo Superior de Investigaciones Científicas
EC Enzyme Commision
EST Esterasa
GH Glicósido hidrolasa
GLY Glicosidasa
HOHD 2-Hidroxi-6-oxohepta-2,4-dienoato
HOPHD 2-Hidroxi-6-oxo-6-fenilhexa-2,4-dienoato
ICP Instituto de Catálisis y Petroleoquímica
KEGG Kyoto encyclopedia of genes and genomes
LA Lago Arreo
LAE Esterasa del Lago Arreo
LDH Lactato dehIdrogenasa
MCP C-C meta-cleavage product
MeUmbG2 4-Metilumberil celobiosa
MGS Metagenome sequence / Secuencia metagenómica
MTT 3-(4,5-Dimetil-tiazolil)-2,5-difenil bromuro de tetrazolio
-NA Acetato de α-naftilo
NADPH Nicotinamida adenina dinucleótido fosfato
ORF Open Reading Frame / Marco de Lectura
PET Tereftalato de polietileno
pNP p-nitrofenil
P valor Valor estadístico de probabilidad
PET Tereftalato de polietileno
Td Temperatura de desnaturalización
X-Caprilato Caprilato de 5-bromo-4-chloro-3-indolilo
X-Gal 5-Bromo-4-cloro-3-indolil-β-D-galactopiranósido
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1.1 Enzimas: interés creciente
“La naturaleza no hace nada en vano”….decía
Aristóteles.
La vida en los ecosistemas evoluciona
constantemente dando origen a una gran
biodiversidad. Se estima que la biodiversidad
microbiana asciende a unos 5-30 millones de
especies y que la mayor parte de ella se encuentra
en los mares y océanos (Mora et al., 2011). Si bien
se desconoce el tamaño real de la misma, estudios
recientes han revelado que solo se encuentran
clasificadas hasta la fecha aproximadamente
11,000 especies de Bacterias y Arqueas, y cada año
se describen al menos 600 nuevas especies (Yarza
et al., 2014). Estos números proporcionan no solo
una referencia del potencial ampliamente
inexplorado de nuestro Planeta y de las
comunidades microbianas que lo habitan, sino
también del potencial de las mismas en lo que a
nuevos genes y actividades se refiere (Kyrpides et
al, 2014). Dichas actividades son ampliamente
desconocidas, si bien su potencial para futuros
desarrollos económicos se ha reconocido
ampliamente (Jemli et al., 2014; Timmis et al.,
2014; Velasco-Bucheli, et al., 2015).
Actualmente existe un desfase entre el número
de enzimas microbianas teóricas que dicha
biodiversidad alberga, y el número de enzimas
caracterizadas experimentalmente: la proporción
relativa se acerca a cero (Anton et al., 2013). Hay,
por tanto, un creciente reconocimiento de que se
debe abordar este problema (Bastard et al., 2014).
En esta línea hay algunos ejemplos de iniciativas
de investigación internacionales, como el proyecto
COMBREX financiado por el National Institute of
Health (EEUU) desde 2001, que pretenden la
caracterización sistemática de enzimas de una
docena de microorganismos de referencia, que
incluyen bacterias modelo como Escherichia coli y
Helicobacter pylori. El resultado de dichas
iniciativas se ha traducido en un considerable
incremento de las proteínas caracterizadas
experimentalmente. Sin embargo, sólo el 0.33% de
las proteínas de las bacterias E. coli y H. pylori
han sido caracterizadas experimentalmente, lo que
sugiere que solo una ínfima parte de las enzimas
en el Planeta lo han sido también (Anton et al.,
2013).
El conocimiento de la biodiversidad
microbiana y enzimática a través de iniciativas de
investigación públicas y privadas es de gran interés
desde un punto de vista de investigación básica,
pero también puede constituir la fuente de futuros
recursos económicos. En este sentido, actualmente
hay una enorme necesidad de biocatalizadores
sostenibles (enzimas o microorganismos) con una
alta eficiencia como una alternativa “verde” a la
síntesis química (Adrio et al., 2003; Fernández-
Arrojo et al., 2010; Blomberg et al., 2013; Turner
et al., 2013; Vergne-Vaxelaire et al., 2013). Se
estima que el 40% de los procesos de síntesis
química se sustituirán por procesos de catálisis
enzimática en 2020 (Adrio et al., 2010), ya que
éstos eliminan la necesidad de disolventes
orgánicos dañinos para el medioambiente y
reducen el gasto energético. Por otro lado, nuestra
civilización ha sobrepasado el máximo grado de
extracción de crudo (“peak oil”), lo que implica la
necesidad de buscar alternativas a los derivados
fósiles (Timmis et al., 2014) mediante bio-
procesos. Actualmente, se generan casi 5 billones
de dólares por la aplicación directa de enzimas en
diferentes mercados y se estima que la demanda
mundial de enzimas se incrementará casi 6.4-6.7%
en 2017 (www.rnrmarketresearch.com/world-
enzymes-to-2017-market-report.html). Además, la
evolución del precio que se paga por las enzimas,
lo que se denomina “share price evolution”, ha
aumentado casi dos veces en los últimos 3 años
(Figura 1). Estos datos demuestran que las
enzimas y las soluciones biotecnológicas y
renovables que de ellas se obtengan tendrán un
mayor impacto en los próximos años.
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Figura 1 | Evolución del precio (en coronasdanesas - DKK) que se paga por kilo de enzima.Estimaciones de la empresa líder en producciónde enzimas Novozymes A/S (Bagsværd,Denmark). Figura cedida por Martin SimonBorchert (Novozymes A/S).
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1.2 Biodiversidad enzimática:
meta-genómica como herramienta
de acceso
La primer pregunta que surge a la vista de lo
expuesto anteriormente es ¿Cómo y de dónde
pueden aislarse nuevas colecciones de enzimas?
Inicialmente, éstas se extraían, aislaban o
purificaban directamente de fuentes biológicas,
principalmente microorganismos. Posteriormente,
avances en biología molecular, bioquímica y
microbiología permitieron optar por otras opciones
más eficaces.
Resultados previos en la bibliografía, tanto a
nivel teórico como experimental, han demostrado
que es posible diseñar enzimas que no existen en la
naturaleza o que muestran propiedades muy
diferentes a las existentes. Así es posible diseñar
enzimas con altos incrementos en la actividad y en
la especificidad frente a un amplio número de
moléculas (Reetz et al., 2010; Brustad y Arnold,
2011; Nobili et al., 2013; Liu et al., 2014; Sheng et
al., 2014; Alcalde, 2015). Estas enzimas tienen
secuencias, o modificaciones en las mismas,
generadas por técnicas recombinantes, que causan
cambios estructurales que producen una nueva
enzima que contiene un centro activo específico
para la reacción y el sustrato para el cual el método
de rastreo se ha diseñado. En este proceso,
conocido como ingeniería de proteínas, se pueden
generar nuevas y /o mejores enzimas (Brustad y
Arnold, 2011; Mate et al., 2010, 2013). En base a
los resultados, el proceso se repite de forma
iterativa bajo condiciones deseadas, para producir
las variantes que cumplan los requisitos deseados.
Los avances técnicos relacionados por los
denominados sistemas high-throughput screening
(sistemas de alto rendimiento) proporcionan una
ventaja competitiva. Una revisión bibliográfica
relacionada con la aplicación de estos métodos en
estudios de ingeniería de proteína pone de
manifiesto que la producción de librerías de
mutantes es relativamente sencilla  y posee un
riesgo limitado, con un índice de éxito, es decir, un
índice de encontrar un mutante mejorado respecto
a las enzimas nativas en una librería de mutantes,
que oscila entre 1:140 y 1:125,000 (Figura 2). Sin
embargo, los estudios publicados indican que es
posible generar nuevas enzimas, pero que la
introducción de tales enzimas a nivel industrial es
muy limitado (Davids et al., 2013; Koudelakova
et al., 2013; Woodley et al., 2013).
El potential existente y reconocido de la
microbiología ambiental para identificar nuevas
enzimas se ha potenciado con la introducción de
técnicas metagenómicas. Esta tecnología, a
diferencia de la ingeniería de proteínas, tiene la
capacidad de permitir el acceso a proteínas
verdaderamente nuevas de microorganismos o
comunidades microbianas sin la necesidad del
cultivo individual de los mismos, que es
técnicamente muy difícil (Fernández-Arrojo et al.,
2010; Puspita et al., 2012).
Más concretamente, es a partir de 1989 cuando
la metagenómica entra en juego. La metagenómica
es el estudio del conjunto de genomas de un
determinado entorno, directamente a partir de
muestras de ese ambiente, sin necesidad de aislar y
cultivar esas especies. El auge de la metagenómica
ha sido posible con la aparición de las tecnologías
de alto rendimiento para secuenciar el DNA a bajo
precio (Akondi y Lakshmi, 2013). En este sentido,
el inicio del Proyecto Genoma Humano en 1990
marcó una revolución tecnológica. El desarrollo de
éstas técnicas han permitido secuenciar una gran
cantidad de genomas. Por ejemplo, a septiembre de
2014 en la base de datos GOLD (The Genomes On
Line Database”; http://www.genomesonline.org/),
aparecen 58,285 proyectos de secuenciación  en
marcha de los que se han completado 6,620
proyectos. En la Figura 3 se aprecia una
representación de la evolución de los proyectos de
secuenciación masiva realizados en los últimos 7
años.
Posteriormente a la metagenómica se han
desarrollado otras técnicas que nos permitían
Figura 2 | Índice de incidencia de i) clones conactividad mejorada frente a clones con actividad nativaen experimentos de ingeniería de proteínas y ii) clonescon actividad deseada en librería de clonesmetagenómicos. Los índices se basan en experimentosque emplean sistemas de rastreo de alto rendimiento yen los resultados de una amplia búsqueda de lostrabajos publicados con ambas técnicasindependientementemente de la actividad objeto deestudio, en los últimos 25 años en la base de datosNCBI.
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completar el estudio de comunidades microbianas
a nivel de microorganismos, genes y enzimas que
éstas contienen. Estas técnicas se las denominan
técnicas “ómicas” (Guazzaroni y Ferrer, 2011;
Guazzaroni et al., 2012).
La aparición de la metagenómica, como la
genómica de los microorganismos incultivables, es
una herramienta que ha supuesto una revolución en
el estudio de comunidades de microorganismos
directamente de su medio natural, ya que no hay la
necesidad de aislar y crecer las especies
individuales (Chistoserdova, 2014). Mientras que
el genoma representa el material genético (DNA)
de un organismo individual, el metagenoma es una
técnica independiente del cultivo, lo que hace que
se pueda aplicar teóricamente al estudio de
cualquier tipo de muestra y nos ofrece la
posibilidad de estudiar el DNA de una comunidad
entera de organismos. El problema deriva de la alta
complejidad de las muestras, es decir, mientras que
un genoma estudia un individuo aislado, el
metagenoma estudia una comunidad microbiana
con miles de organismos diferentes y muchos de
ellos desconocidos y además cada uno de ellos en
diferente proporción aleatoria (Vieites et al.,
2008).
En la Figura 4 se puede observar un esquema
de cuáles son los pasos a seguir para poder analizar
el DNA procedente de una muestra ambiental. Se
observan dos alternativas, en lo que a su uso para
la identificación de nuevas enzimas se refiere: i)
una donde se realiza un rastreo utilizando la
secuencia obtenida por secuenciación masiva; y ii)
otra donde se realiza un rastreo funcional del
material genómico.
En la secuenciación directa (primera
alternativa anteriormente mencionada), se obtiene
como resultado un conjunto de tripletes de
nucleótidos, llamados marcos de lectura abierta
(ORF - Only Read Frame), cada uno de los cuales
codifica un aminoácido que se encuentra entre un
codón de iniciación que consta de tres nucleótidos
(ATG) y un codón de terminación, que suele tener
alguna de estas tres combinaciones de nucleótidos
TAA, TAG o TGA. Del conjunto de secuencias
obtenidas en un cualquier estudio se calcula que
alrededor del 2-5% de los marcos de lectura
abierta (ORF) en un genoma completo codifican
enzimas de interés (Guazzaroni et al. 2014). Esto
supone una proporción muy baja de enzimas con
actividades de interés frente al número total de
genes que codifican enzimas en los genomas
microbianos (cerca del 40%) (Vieites et al., 2009).
Una de las mayores limitaciones de los métodos de
búsqueda de secuencias que codifican enzimas, es
que las predicciones de funciones in sílico se basan
en homología. Actualmente se están desarrollando
herramientas bioinformáticas y de modelado a
nivel de secuencia que permiten identificar
secuencias que codifican enzimas de interés en los
datos obtenidos por secuenciación masiva (Anton
et al., 2013).
Dado que esta Tesis Doctoral no versa sobre
este tipo de desarrollos bioinformáticos, nos
centraremos a continuación en la descripción de
las características y estado del arte de la
denominada metagenómica funcional y los
avances y desarrollos en la misma.
1.3 Problemas y posibles
soluciones asociados a la
metagenómica funcional
El rastreo de nuevas activades enzimáticas
mediante la aplicación de técnicas metagenómicas
ha supuesto avances significativos, principalmente
en lo que se refiere a la búsqueda de actividades en
ambientes extremos (Rothschild y Mancinelli,
2001; Feller, 2013; Alcaide et al., 2014). El
establecimiento de colecciones de enzimas de
genomas ambientales ya no es un problema. Como
media es posible acceder sin grandes recursos
técnicos a una media de 44 clones activos por cada
librería de clones con una media de aproximadante
53,000 clones. Estos datos se han obtenido después
de una extensa revisión bibliográfica de los
trabajos publicados en los últimos 25 años, en esta
área.
Sin embargo, existen una serie de problemas
que limitan el uso de la metagenómica para la
identificación de nuevas actividades enzimáticas y
por ello se están realizando nuevos desarrollos que
acorten el tiempo requirido que va desde la
identificación de una enzima a su aplicación en
Figura 3 | Representación temporal de los proyectosde secuenciación masiva realizados o en vías derealización desde 2007.
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desarrollos tecnológicos (Jemli et al., 2014). Los
mayores problemas tecnológicos, incluyen: (1) la
baja proporción de genes presentes en el DNA
metagenómico que codifica enzimas con
actividades de interés (Guazzaroni et al., 2014);
(2) la baja proporción de enzimas seleccionadas en
condiciones requeridas en los procesos industriales
(Martínez-Martínez et al., 2013); (3) la falta de
sustratos industrialmente relevantes para los
rastreos funcionales (Fernández-Arrojo et al.,
2010); (4) la baja eficacia de los métodos de
rastreo para actividades raras (Fraaije y Scrutton,
2013); (5) el reducido rendimiento de las enzimas
aisladas mediante la aplicación de éstas técnicas,
bajo condiciones no naturales (Fernández-Arrojo
et al., 2010]; (6) el alto grado de enzimas
identificadas que son inactivas después de la
expresión en Escherichia coli (Loeschcke et al.,
2013); (7) la falta de fuentes bioinformáticas
fiables para el análisis de datos de secuenciación
masiva (Nyyssönen et al., 2013); y (8) la falta de
sistemas fiables de predicción de actividades
enzimáticas de secuencias que codifican proteínas
hipotéticas (Anton et al., 2013; Bastard et al.,
2014).
Para solventar tales problemas se viene
trabajando en los últimos años en una serie de
soluciones, entre las que se incluyen: (1) un plan
más selectivo de rastreo de actividades
enzimáticas a partir de extensas librerías de
clones y de selección de genes que codifican
enzimas de interés (Yoon et al., 2014); (2) un
pre-enriquecimiento bajo condiciones similares a
las requeridas en los procesos  o
biotransformaciones a desarrollar (Kunze et al.,
2013); (3) la selección de muestras ambientales
donde la proporción de dichos genes sea más
elevada, el aislamiento de cDNA y el análisis de
la expresión de proteínas en enriquecimientos
selectivos bajo condiciones y con sustratos de
interés a fin de seleccionar las enzimas con
mayores actividades específicas frente a sustratos
de interés industrial (Akeroud et al., 2013; Chang
et al., 2013); (4) priorizar la selección de enzimas
con actividades múltiples, amplio rango de
especificidad de sustrato y alta estabilidad en una
amplio rango de condiciones (Alcaide et al.,
2013), a fin de que la misma enzima puede ser
empleada en múltiples procesos y bajo múltiples
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Figura 4 | Esquema con las aproximaciones y etapas más comunes para analizar el DNA procedente de una muestraambiental. Las aproximaciones incluyen aquellas para el estudio por homología de secuencia  y mediante rastreofuncional. Esta última aproximación ha sido empleada en la presente Tesis Doctoral.
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condiciones; (5) la síntesis a la carta de novo de
pequeñas moléculas o sustratos con
funcionalidad similar a las requeridas a escala
industrial  con los que realizar los rastreos o
enriquecimiento selectivos (Lim et al., 2013;
Majdi et al., 2014); (6) el desarrollo de vectores
a-la-carta y huéspedes para el rastreo y la
expresión de genes que codifican actividades de
interés (Valero, 2012; Loeschcke et al., 2013;
Terrón-González et al., 2013; Furubayashi et al.,
2014); (7) el diseño in silico o experimental
mediate ingeniería de proteínas de las nuevas
enzimas identificas por técnicas metagenómicas
con el fin de producir las variantes
biotecnológicas más favorables (Alcaide et al.,
2013); (8) el desarrollo de un flujo de trabajo
computacional para la identificación de genes en
secuencias de DNA mediante la integración de
métodos customizados bioinformáticos; y (9) el
desarrollo de las denominadas técnicas
“Unknown BLAST” que permitan el mapeado o
búsqueda de ortólogos a enzimas con actividad
desconocida (Anton et al., 2013).
1.4 El paradigma:
racionalizando el proceso de
identificación hacia la aplicación
Mientras que la producción de librerías de
clones presenta un riesgo limitado, de acuerdo a
los datos bibliográficos en los últimos 25 años, la
baja incidencia de clones positivos si constituye
un problema. Pese a ello, actualmente, mediante
búsquedas por homología o por rastreo de clones
es posible encontrar, en un par de meses, cientos
de enzimas usando un solo sustrato. El cultivo o
pre-enriquecimento bajo condiciones selectivas
puede acelear significativamente la selección de
enzimas de interés (Jacquiod et al., 2013;
Verastegui et al., 2014). Por lo tanto, establecer
una colección de enzimas por técnicas
metagenómicas ya no constituye un problema.
Además, es posible usar los genomas
secuenciados de organismos cultivables o
metagenomas secuenciados a un bajo precio para
inspeccionar genes de enzimas que pueden ser
clonados, caracterizados y expresados a escala
piloto (Kube et al., 2013; Schallmey et al., 2014).
Este proceso de encontrar enzimas con
marcado interés a nivel básico y aplicado es, sin
embargo, un proceso largo y costoso que solo
pocas enzimas pasan. Esto se ha demostrado para
enzimas ampliamente usadas a nivel industrial,
como esterasas y lipasas  (Martínez-Martínez et
al., 2013). Como se muestra en la Figura 5, una
escala de tiempo de más de 7 años desde la
identificación de un gen que codifica una enzima
hasta el establecimiento de un proceso es la
realidad (Fernández-Arrojo et al., 2010). Esto se
debe a que las enzimas solo pueden aplicarse a
escala industrial si cumplen una serie de criterios
industriales: actividad frente a condiciones
drásticas y muy diferentes a las naturales, alta
selectividad y una alta velocidad de reacción
(Singh, 2010).
Tiempo actual: -7 años
Objetivo a alcanzar: 0-3 años
Metagenomas Enzimas Procesos, productos y conocimiento
Figura 5 | Etapas requeridas para el desarrollo de procesos biotecnológicos basados en el uso de enzimasaisladas de comunidades microbianas. El panel superior indica la escala actual de tiempo requerido para realizartales etapas, y la inferior, la predicción actual y futura, para que  el desarrollo de procesos enzimáticos partiendode una nueva enzima sea económicamente viable a escala industrial.
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Pero ¿Cuáles son los pasos que producen tal
retraso o escala de tiempo tan amplia? Desde mi
punto de vista, los problemas mayores son los
altos tiempo requeridos para la validación
experimental de las actividades de las enzimas,
que resulta en una tardía entrada en el mercado y
altos costes (Figura 5). Solo muy pocas enzimas
en las colecciones disponibles o enzimas
descritas en la literatura (menos de un 5%)
cumplen criterios requeridos a escala industrial
(Martínez-Martínez et al., 2013). La baja
promiscuidad (o bajo número de sustratos
capaces de ser transformados eficazmente), la
baja selectividad y la baja tolerancia a
condiciones amplias de temperatura, etc., son
problemas concretos y muy recurrentes. Otros
problemas lo constituyen la baja actividad a
bajos/altos pH y la baja tolerancia a altas
concentraciones de sal y disolventes (Blomberg
et al., 2013; Turner et al., 2013; Vergne-
Vaxelaire et al., 2013). Pese a ello, la demanda
de nuevas enzimas que cumplan criterios
industriales es muy alta (Esteban-Torres et al.,
2014; Pandya et al., 2014).
Las etapas de expresión y desarrollo del
proceso constituyen los pasos más costosos en
tiempo y en recursos económicos. De hecho,
estas etapas constituyen en muchos casos más del
90–95 % de los costes de un desarrollo
biotecnológico. Claramente, la presente Tesis
Doctoral parte de la hipótesis de que “Para
desarrollos de primera clase” con nuevas
moléculas producidas por nuevas enzimas es
crucial identificar e incorporar nuevas enzimas
en el mercado”. Para ello, solo el estudio
detallado de nuevas y mejores enzimas puede
reducir los tiempos y costes. Estimamos que un
proceso de 3 años es actualmente el límite que se
considera adecuado para tales desarollos y para
que una nueva enzima pueda ser competitiva
frente las existentes (Figura 5).
A continuación se resumen datos
relacionados con el estado del arte en relación
con los diferentes métodos empleados para la
búsqueda de enzimas por técnicas
metagenómicas y estimaciones de los avances
que han supuesto estas técnicas en lo que al
estudio de la biodiversidad en el Planeta se
refiere.
1.5 Eficacia del rastreo:
dependencia de la enzima a
buscar, el sustrato, el método, el
huésped y el vector a emplear
Una revisión bibliográfica de los estudios
relacionados con la aplicación de métodos de
metagenómica funcional pone de manifiesto que
la producción de librerías de clones para la
búsqueda de clones activos posee un riesgo
limitado, usando cualquiera de los sustratos
comerciales modelo y otros que se han diseñado
a la carta a tal efecto. Como ejemplo, más de 200
sustratos diferentes se han empleado para la
identificación de al menos 4,000 clones con
actividad esterasa y lipasa en librerías de clones
metagenómicos. La incidencia de los clones
positivos, o sea, el número de clones positivos
frente al número de clones totales rastreados,
oscila entre 1:11 y 1:193,200 (Figura 6, inserto).
Este número es similar a la incidencia de
mutantes mejorados en experimentos de
ingeniería de proteínas (Figura 2).
La incidencia (como medida de la frecuencia
por la que un clon positivo aparece en una
librería de clones) depende del tipo de enzima o
actividad a seleccionar, además de la abundancia
de los genes que codifican dicha actividad en los
genomas microbianos presenten en la muestra
analizada, y el nivel de actividad de los mismos.
Así, clones que contienen enzimas poco activas
pueden no ser dentificados en los tiempos
comúnmente empleados en los ensayos
colorimétricos, que oscilan en el margen de
segundos a meses. Por ejemplo, para la búsqueda
de actividad esterasa/lipasa con tributirina (1
volumen/ volumen (v/v)), los típicos tiempos de
ensayo varían de 12 horas a 8 días (Jeong et al.,
2011); para glicosidasas, los tiempos varían
desde una escala de minutos (usando derivados
de p-nitrofenol) a 30 días (para 5-bromo-4-cloro-
3-indolil-β-D-galactopiranósido (X-Gal),
derivados de caseina (p.e. AZCL-caseina),
amilosa, curdlan, celulosa, xilano y
galactomanano (Vester et al., 2014); para
proteasas, los tiempos varían desde las 12 horas
hasta las 4 semanas empleando leche desnatada
(Niehaus et al., 2011); para fitasas, hasta 5 días
usando fitato (Tan et al., 2014); y para las mono-
y di-oxigenasas desde 2 horas (usando
estireno/NADPH) a 3 días (para la producción de
pigmentos como índigo) (Singh et al., 2010).
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A nivel de enzimas, considerando las 6
actividades más estudiadas a nivel metagenómico
en la bibliografía, se aprecia que hay actividades
más recurrentes que otras, es decir que pueden
encontrarse en mayor proporción que otras en las
librerías de clones. Se puede observar el
siguiente orden en la incidencia: acilasas (1 clon
positivo cada 333 clones [1:333]), fosfatasas
(1:2,843), óxido-reductasas (1:6,670), proteasas
(1:9,388), esterasas y lipasas (1:17,320) y
glicosidasas (1:31,190) (Figura 6).
Otro de los factores que afectan a la eficacia
de los rastreos es el sustrato a emplear. Así, en un
reciente estudio, la incidencia variaba desde
1:188 a 1:3,937 y 1:15,625 cuando se empleada
1% (v/v) de tributirina, tricaprilina y trioleina,
respectivamente, cuando se examinaba la misma
librería de clones para actividad esterasa/lipasa
(Glogauer et al., 2011) (Figura 7A, inserto).
Esto sugiere que las enzimas con actividad lipasa
son mucho menos abundantes (en este trabajo,
83-veces) que aquellas con actividad esterasa.
Entre los sustratos y métodos más empleados
para el rastreo de actividad esterasa y lipasa,
aquellos basados en el empleo de indicadores de
pH resultan en una mayor incidencia de clones
positivos (1:29), seguido de métodos basados en
el uso de ácido poli-láctico (1:13,334), tributirina
(1:15,478), acetato de α-naftilo (1:19,925),
tereftalato de polietileno (1:21,400),
trioleina/aceite de oliva y rhodamina B
(1:22,061), Tween-20 (1:26,496), ferulato de
metilo y etilo (1:26,496), caprilato de 5-bromo-4-
Figura 7 | Incidencia de clones positivos en libreríasde clones para tres tipos de actividades empleandosustratos diferentes. A, actividad esterasa-lipasa; B,actividad óxido-reductasa; C, actividad glicosidasa.Abreviaturas: PET, tereftalato de polietileno; α-NA,acetato de α-naftilo; X-caprilato, caprilato de 5-bromo-4-chloro-3-indolilo; MTT, 3-(4,5-dimetil-tiazolil)-2,5-difenil bromuro de tetrazolio; AZCL, azo-carboximetil;AZCL-HE, azo-carboximetil hidroxietil; MeUmbG2, 4-metilumberil celobiosa; X-Gal, 5-bromo-4-cloro-3-indolil-β-D-galactopiranósido.
Figura 6 | Incidencia de clones positivos en libreríasde clones para las seis actividades más estudiadas portécnicas metagenómicas. Los resultados se basan envalores medios para estudios metagenómicos,independientemente de los sustratos empleados. Elinserto, representa la media de incidencia para todoslos trabajos publicados.
CAPÍTULO 1 | INTRODUCCIÓN GENERAL| 22
chloro-3-indolilo (1:50,000) y tricaprilina
(1:68,279), en este orden (Figura 7A), por citar
los sustratos más comunes y un tipo de actividad
ampliamente estudiada.
Para las óxido-reductasas, entre los 7
sustratos más comunes empleados, el uso de
fenol resulta en mayores niveles de incidencia
(1:32), mientras que el empleo de p-
nitrosoanilina complementada con D-glucosa
para la búsqueda de actividad -glucosa
dehidrogenasa, se ha descrito como uno de los
sustratos y/o actividades menos recurrentes
(1:20,000) (Figura 7B). Finalmente, en el caso
del rastreo de actividad glicosidasa,
aproximadamente 15 sustratos diferentes han
sido empleados con éxito, con derivados de
azurina y hidroxietil celulosa (azurine
hydroxyethyl cellulose), sustratos para la
búsqueda selectiva de endo-celulasas, siendo los
más eficaces (1:108); por el contrario, X-Gal, un
sustrato común para la búsqueda de actividad β-
galactosidasa, es uno de los peores sustratos
(incidencia 1:142,900) (Figura 7C).
Los datos mencionados anteriormente
sugieren que en los programas de búsqueda de
actividades enzimáticas mediante la aplicación de
técnicas de metagenómica funcional, tanto el
sustrato a emplear como la actividad a rastrear
pueden causar un sesgo importante en el número
y diversidad de clones positivos y debe ser tenido
en cuenta en cualquier experimento de este tipo.
Independientemente de ello, una vez identificada
la actividad a estudiar y el o los sustratos a
emplear, la selección de método de búsqueda
(screening) eficaz es de vital importancia. Así,
los ensayos en placas de agar, donde la señal es
visible al ojo humano, permite rastrear al menos
10,000 clones en cuestión de días, si bien
presentan una sensibilidad limitada y se requiere
una alta concentración del sustrato a emplear,
que oscila entre 2.5 y 10,000 mg/l (Glogauer et
al., 2001; Martínez-Martínez et al., 2014). Este
problema se puede mitigar empleando ensayos
colorimétricos o de fluorescencia que exhiben
una sensibilidad mayor empleando menores
concentraciones de sustrato (desde ng/l a pocos
mg/l de sustrato) y que pueden emplearse en
sistemas de alto rendimiento tales como micro-
placa (Kourist et al., 2009; Martínez-Martínez et
al., 2013). Cell sorting y las tecnologías de
micro-fluidos permiten actualmente la selección
de clones en librerías de 107–108 clones en un día
de una manera cuantitativa (Kintses et al., 2012;
Chang et al., 2013; Lim et al., 2013; Ma et al.,
2013; Najah et al., 12013; Hosokawa et al.,
2014); en algunos casos, estas técnicas han
permitido el rastreo de hasta 50,000 clones por
segundo, o casi 1 billón de clones por día (Lim et
al., 2013). En los últimos años se han
desarrollado también las conocidas como trampas
genéticas que permiten identificar actividad
enzimática a unos niveles de sensibilidad muy
altos ya que permiten identificar enzimas capaces
de transformar solo 105 moléculas por célula
(Qureshi, 2007; Phelan et al., 2012; van Rossum
et al., 2013; Choi et al., 2014).
Los datos descritos anteriormente ponen de
manifiesto las diferentes eficacias de los
diferentes métodos comúnmente empleados.
Dicho esto, los datos reportados en la bibliografía
han demostrado que en muchos casos es mejor
emplear sustratos modelo de amplio espectro,
capaces de ser transformados por la mayoría de
las enzimas descritas que se buscan, y luego
someter los clones seleccionados a rastreos
selectivos con la molécula o sustrato de interés.
Esto se ha probado con éxito para la búsqueda de
clones con actividad hidrolítica específica frente
a ésteres de (S)-ketoprofeno (Yoon et al., 2007) o
piretroides (Li et al., 2008), que se seleccionaron
realizando primero un cribado con acetato de α-
naftilo o X-caprilato, respectivamente.
El desarrollo de sistemas de rastreo se ha
producido en paralelo al desarrollo de sistemas
de expresión heteróloga, uno de los problemas
principales de la metagenómica. Para solventar
esto, se han descrito recientemente los
denominados sistemas TREX para la expresión,
transferencia y expresión de genes en múltiples
huéspedes. El sistema se basa en que ambos
extremos del vector donde se clona el DNA
metagenómico, se marca en ambos extremos con
las denominadas casetes L-TREX y R-TREX,
que permiten transferencias por conjugación y la
integración en el cromosoma de múltiples
bacterias hospedadoras (Loeschcke et al., 2013).
También se han empleado componentes virales
en los vectores de clonación de DNA ambiental
para prevenir la terminación e incrementar la
expresión de fragmentos de DNA de gran tamaño
(Terrón-González et al., 2013). Dicho esto, los
vectores más utilizados para la creación de
librerías de clones a partir de DNA ambiental son
cósmidos (p.e. pLAFR3), fósmidos (p.e.
pCC1FOS) y Cromosomas Bacterianos
Artificiales (BACs). También se trabaja
actualmente en el diseño de nuevos vectores,
como por ejemplo modificando genéticamente el
vector comercial pCC1FOS dando lugar a otros
vectores como pCC1FOS-CeuI, pMPO571 o
pMPO579 (Terrón-González et al., 2013). El
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organismo hospedador más utilizado para la
producción de estas genotecas es Escherichia
coli aunque también pueden ser utilizados otros
organismos heterólogos como Streptomyces
(Gómez-Escribano et al., 2012) o Pseudomonas
(Martínez et al., 2004), entre otros.
Actualmente existen en paralelo a los
ensayos de selección y sistemas de clonación y
expresión descritos antoriormente, herramientas
bioinformáticas que permiten también hacer una
preselección de enzimas que posteriormente se
pueden estudiar en detalle (Nyyssönen et al.,
2013). Así, las secuencias obtenidas por métodos
de secuenciación masiva se pueden filtrar de
acuerdo a su similitud con bancos de secuencias
generalistas (UniProt, NCBI NR), bases de datos
con dominios de secuencias conservadas (Pfam y
Common Domains database (CDD)), o mediante
bases de datos espeíficos que contienen
secuencias e información bioquímica de
determinados grupos de enzimas, tales como la
base de datos Carbohydrate-Active Enzyme
(Cantarel et al., 2009), que se usa para identificar
glicosidasas así como esterasas y lipasas que
actúan frente a ésteres de carbohidratos, y una
bases de datos accesible desde 2011 para
identificar lacasas (Sirim et al., 2011). Métodos
bioinformáticos de alto rendimiento se han
empleado con éxito también para la búsqueda y
rastreo en secuencias accesibles en las bases de
datos o generadas mediante secuenciación
masiva de secuencas que codifican epoxido
hidrolasas y haloalcano dehalogenasas (Barth et
al., 2004). Finalmente, herramientas de
predicción tales como antiSMASH, se han
generado recientemente para la búsqueda de
genes que codifican enzimas para la síntesis de
metabolitos secundarios o bio-activos tales como
lactonas, bacteriocinas, sideroforos, ectonias, y
policétidos (Blin et al., 2013, 2014). Más
recientemente, Schallmey y colaboradores
(Schallmey et al., 2014) han usado motivos
conservados para identificar 37 nuevas halohidrin
dehalogenasas, muy promiscuas, tras verificación
experimental, examinando las bases de datos
públicas. Mencionar que en una segunda etapa,
para cada secuencia seleccionada es posible
obtener datos generales tales como masa
molecular y pK, así como la existencia de
dominios conservados o estructuras que son
específicos para la actividad deseada (Marsh et
al., 2011).
1.6 Una mínima parte de
nuestro Planeta ha sido explorada
a nivel enzimático: ambientes
marinos como ejemplo
Los datos e investigaciones recientes
expuestas anteriormente demuestran que la
metagenómica es una herramienta de gran
potencial y en expansión. Se habla mucho de que
con ella es posible llegar a entender el
funcionamiento de comunidades microbianas y
extraer nuevos microorganismos, genes y
enzimas de cualquier hábitat de nuestro Planeta.
Pero la realidad actual es muy diferente. A
continuación resumiré que se conoce a nivel de
hábitats explorados y enzimas obtenidas
mediante la aplicación de técnicas
metagenómicas.
En primer lugar, hay que recordar que las
diferentes formas de vida que constituyen la
diversidad microbiana descrita en la sección 1.1,
han sabido adaptarse a las diferentes condiciones
donde habitan. Pese a que los ecosistemas
acuáticos constituyen las ¾ partes de la
superficie terrestre
(http://water.usgs.gov/edu/earthwhere water.
html), éstos constituyen uno de los entornos
naturales menos estudiados en lo que se refiere al
aislamiento y caracterización de enzimas de las
comunidades microbianas que lo habitan (De
Long, 2005). Así, aunque el análisis de
comunidades microbianas y el descubrimiento de
nuevas enzimas ha progresado
considerablemente (Martínez-Martínez et al.,
2013), éste solo se ha realizado en un número
muy limitado de hábitats. Una búsqueda
exhaustiva en las bases de datos SCOPUS,
PubMed, WOK y IMG/M (US Department of
Energy Joint Genome Institute;
http://www.jgi.doe.gov/) muestra que solo se ha
estudiado el contenido genómico de las
comunidades microbianas de aproximadamente
1,800 lugares del Planeta (Figura 8).
Hay que resaltar además que pese a que el
60% de ellos corresponden a ambientes marinos,
el número de clones activos y/o enzimas analizas
en los mismos es muy desfavorable a dichas
muestras, en comparación con otros ambientes,
como por ejemplo, ambientes terrestres. Así,
mediante el uso de aproximaciones
metagenómicas, aproximadamente solo 160
enzimas o clones con actividades de interés de
microorganismos o comunidades microbianas
marinas han sido descritas en la bibliografía,
mientras que este número asciende a casi 4,000
en el caso de muestras de origen terrestre
(Figura 9).
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Estos números reflejan el bajo nivel de
estudio de las enzimas de microorganismos de
ambientes acuáticos, incluidos hábitats marinos y
lagos de baja salinidad. Esto nos lleva a una
pregunta: ¿Es posible que las enzimas marinas
tengan menos interés o menores niveles de
actividad o potencial biotecnológico y por ello
hayan sido sometidos a menos estudio? La
respuesta es no, por múltiples razones. Primera,
porque como quedará reflejado en la presente
Tesis Doctoral las enzimas marinas poseen
actividades y características únicas que las hacen
de interés tanto a nivel básico como aplicado.
Segunda, porque en la actualidad solo hay una
empresa que comercializa enzimas marinas,
ArticZymes (http://arcticzymes.com), y hay que
conseguir aumentar el mercado de las mismas.
Tercera, porque los  hábitats marinos están
caracterizados por condiciones geoquímicas muy
diferentes y heterogéneas, no solo entre los
diferentes hábitats que lo componen, sino
también en relación a otro tipo de ambientes.  En
particular, dichas características incluyen
diferentes niveles de profundidad, concentración
de oxígeno, salinidad (http://water.usgs.gov/
edu/earthwherewater.html), temperatura, presión,
aporte de nutrientes y actividad antropogénica
(por ejemplo, la presencia de vertidos de crudo)
(Harrison et al., 2013). Dichas condiciones
pueden influir en la distribución y diversidad de
las poblaciones microbianas y también en las
actividades y mecanismos de adaptación de las
enzimas que éstas poseen.
Figura 9 | Distribución del número de enzimas y/oclones activos identificados en estudios demetagenómica funcional empleando librerías de clonesprocedentes de comunidades microbianas de muestrasde diferente procedencia. La figura insertada muestrael porcentaje relativo de lugares sometidos a rastreode enzimas por técnicas metagenómicos.
Figura 8 | Sondeo de muestras acuáticas (marinas y lagos) y terrestres distribuidas por el Planeta que han sidoanalizadas a nivel de secuenciación de DNA y taxonomía microbiana (en azul) y enzimático (en rojo) por técnicas meta-genómicas. Como se observa en la figura, solo un número muy limitado de lugares ha sido analizado en lo que respecta alanálisis de actividades enzimáticas. El mapa ha sido creado con programas de language R (2008) y el paqueteOpenStreetMap (Eugster and Schlesinger, 2012) usando un mapa tipo “mapquest-aerial”. La figura incluye estudiospublicados (en los que constan las coordenadas GPS), usando las bases de datos SCOPUS, PubMed, WOK y IMG/M(http://www.jgi.doe.gov/). Como se muestra en la figura, se ha analizado el contenido genético y/o diversidad decomunidades microbianas de aproximadamente 1,800 lugares, y solo en 188 (o 11% del total) se han identificado yestudiado enzimas. Por lo tanto solo una pequeña fracción de los hábitats presentes en el Planeta ha sido sometida aintensos programas de búsqueda de actividades de interés.
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A continuación se detallan algunos ambientes
acuáticos caracterizados por propiedades
geoquímicas muy diferentes que han sido
explorados a nivel de rastreo de enzimas en la
presente Tesis Doctoral y que pueden constituir
la base de conocimiento básico y aplicado. Se
trata de hábitats que han sido poco explorados
hasta la fecha en lo que al aislamiento de enzimas
de refiere y que han constituido la base de la
presente Tesis Doctoral.
1.7 Fosas marinas profundas
del Mar Mediterráneo: fuente
inexplorada de poli-extremo-
enzimas
El primer ejemplo, lo constituyen aquellos
hábitats que han permitido el desarrollo de
comunidades microbianas autóctonas que han
sufrido pequeñas fluctuaciones ambientales: las
fosas marinas creadas en el Mar Mediterráneo.
La crisis salina del Messiniense (subdivisión
comprendida entre los 7.2 y los 5.3 millones de
años) fue un periodo en la historia geológica del
Mediterráneo caracterizado por una acumulación
masiva de sal en su fondo y que probablemente
incluyó un periodo de desecación casi completa
al quedar aislado el Mar Mediterráneo del
Océano Atlántico. Como consecuencia de la
ruptura del balance hídrico entre ambos se
produjo la progresiva desecación del
Mediterráneo (Hsü et al., 1973), apareciendo en
su fondo enormes depósitos residuales de agua
hipersalina. La estabilidad actual de estas
formaciones viene marcada por un compromiso
entre la topografía de la zona, su conveniente
protección frente a las corrientes marinas y una
permanente reposición de sal aportada por la
disolución de los depósitos circundantes (Cita et
al., 2006). Las primeras fosas se descubrieron en
el año 1993, habiéndose descrito hasta la fecha al
menos una docena de ellas. Algunos ejemplos de
estos ambientes son las fosas Hephaestus,
Bannock, Tyro, Kryos, Discovery, L’Atalante,
Urania y Medee (MEDRIFF Consortium,
1995; Wallman et al., 1997; Westbrook et al.,
2002; Cita et al., 2006; Daffonchio et al., 2006;
Alexander et al., 2009; Borin et al., 2009; La
Cono et al., 2011; Ferrer et al., 2012; Smedile et
al., 2013; Yakimov et al., 2013). Las cuatro
últimas se ubican en la llamada “región de las
fosas hipersalinas anóxicas”, área vecina a la
dorsal mediterránea en la cual todavía se espera
encontrar más de estas formaciones. La
profundidad media de las mismas oscila
aproximadamente entre los 2,150 y los 5,000 m.
La Figura 10 muestra la localización de las
principales fosas marinas identificadas en el Mar
Mediterráneo, con un detalle de aquellas que se
han estudiado en la presente Tesis Doctoral.
Una de las primeras preguntas que puede
surgir en relación a estas fosas marinas, es ¿Cuál
es su tamaño? Sirva como ejemplo, la reciente
fosa marina Medee (Yakimov et al., 2013) que
presenta una superficie de 110 km2 (la sexta parte
de la superficie de la ciudad de Madrid) y un
volumen de 9 km3 (Figura 11).
Una segunda pregunta es ¿Cual es el nivel de
salinidad en dichas fosas? La concentración de
sal de las fosas marinas hipersalinas varía entre
283 (para Urania) y 487 (para Discovery) g/L,
que es significativamente superior a la salinidad
del agua de mar (38.5 g/L). Dicho esto cabe
mencionar, que algunas de estas fosas presentan
una salinidad similar a la del agua marina; es el
caso de la fosa Matapan (Smedile et al., 2013),
cuya salinidad es de 38.6 g/L. Como
consecuencia de la mayor densidad de esta agua
saturada estas fosas están separadas del resto de
la masa salina por una fina pero muy estable capa
que dificulta no solo los intercambios químicos,
sino también, microbianos. Los factores
principales que condicionan que la vida
microbiana es posible en estos ambientes
hipersalinos son la falta de oxígeno, la alta
presión (>200 bares) y la temperatura estable de
aproximadamente 14-16.5ºC (Filker et al., 2013).
Hay que destacar, que la temperatura es una de
las características más relevantes que
caracterizan las profundidades del Mar
Mediterráneo, ya que se trata del único lugar
marino profundo con una temperatura de 14-
Figura 10 | Mapa global de la localización de lasprincipales fosas marinas profundas en el MarMediterráneo identificadas y estudiadas en esta TesisDoctoral.
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16.5ºC, mientras que en otros lugares está
cercana a los 4ºC. Las características geo-
químicos de las principales fosas se resumen en
la Tabla 1.
Fosa Prof. (m) Sal. (g/kg) T (ºC) pH [O2]
M 3010 347.80 15.1 6.87 0
K 3340 313.92 16.5 6.7 0
B 3342 263.20 14.5 6.55 0
TH 3258 348 14.5 - 0
U 3493 283 16.0 - 0
TY 3500 411 15.5 - 0.5
D 3581 480 15.0 - 0.5
MT 4908 38.6 14.3 8.12 5..0
Dada las condiciones de poli-extremofília
(salinidad, temperatura, presión y concentración
de O2) que caracterizan las fosas marinas, solo
unas pocas especies de anaerobios son capaces de
soportar estas condiciones (Wallman et al., 1997;
Westbrook et al., 2002; Cita et al., 2006;
Daffonchio et al., 2006; Borin et al., 2009;
Timmis et al., 2010; La Cono et al., 2011; Oren,
2011; Andrei et al., 2012; Ferrer et al., 2012;
Smedile et al., 2013; Yakimov et al., 2013).
Según sus características, las fosas no solo se
diferencian a nivel geoquímico, sino también por
gran variedad de diferentes microorganismos que
las habitan, si bien las δ- y ε-Proteobacterias son
las más abundantes (Borin et al., 2009). Pese a
ello, existen Procariotas que se encuentran muy
representados en algunas de ellas, en particular,
las arqueas del grupo MSBL y bacterias del
grupo KB1, muy abundantes en las fosas Medee
(Figura 12) (Yakimov et al., 2013). En el caso de
la fosa Matapan (Smedile et al., 2013), la más
profunda (4,908 m) de las descubiertas hasta la
fecha, podemos encontrar como bacteria
mayoritaria Alteromonas macleodii, que participa
en reacciones de fijación de CO2 autótrofo y
reacciones anapleróticas (Smedile et al., 2013).
Se han encontrado también Eucariotas en la fosa
Thetis (3,258 m de profundidad) (Stock et al.,
2012).
Pese a que se ha empezado a conocer
ampliamente la diversidad microbiana de estas
fosas (Ferrer et al., 2012; Yakimov et al., 2013),
pocas son las enzimas que se han estudiado en las
mismas; de hecho solo se han caracterizado 5
esterasas de la fosa Urania (Ferrer et al., 2005).
Esto se debe principalmente a su difícil acceso y
a la falta de métodos que permitan extraer DNA
de suficiente calidad. Dicho esto, una pregunta
que puede surgir es: ¿Cuántas enzimas
microbianas de ambientes profundos, incluidas
las fosas marinas del Mar Mediterráneo, se
conocen? ¿Qué se conoce de ellas a nivel
estructural y a nivel bioquímico? Por otro lado,
¿Dado que las fosas marinas presentan
características de poli-extremofilia (alta
salinidad, alta presión y baja-media temperatura),
Figura 11 | A. Mapaglobal de la localizaciónde la fosa marina Medee.Los paneles B y Cmuestran la superficie ylos parámetrosgeoquímicos principalesque caracterizan cadauna de las interfasespresentes en la fosa.Las interfaces se formanprincipalmente debidoa las diferencias en laconcentración de sal.
Tabla 1 | Parámetros geoquímicos de las fosasmarinas más representativas en el Mar Mediterráneo.Abreviaturas: Medee (M), Kryos (K), Bannock (B),Thetis (TH), Urania (U), Tyro (TY), Discovery (D)Matapan (MT), Prof. (Profundidad), Sal. (Salinidad), T(Temperatura), [O2] (Concentración de oxígeno enmL/L).
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muestran sus enzimas propiedades y estructuras
adaptadas a tales condiciones de forma diferente
a las que presentan otras enzimas de otros
ambientes extremos?
Obtener este tipo de información es de gran
interés dada la importancia de definir el efecto
combinado de valores extremos de salinidad,
presión y  temperatura en la diversidad y
adaptación microbiana y la actividad y estructura
de las proteínas. Sin embargo poco se conoce a
nivel enzimático; una búsqueda exhaustiva en las
bases de datos revela que la mayoría de las
enzimas del fondo marino publicadas hasta la
fecha han sido de ambientes fríos (4ºC) o
ambientes hidrotermales ligeramente salinos (ver
detalles en la Tabla S1 en Alcaide et al., 2014),
junto con el previamente mencionado trabajo de
la fosa Urania (Ferrer et al., 2005). Por otro lado,
solo se han caracterizado estructuralmente 6
proteínas de organismos cultivables del fondo
marino (De Vos et al., 2006; Shirai et al., 2008;
Xu et al., 2008; Shin et al., 2009; Sineva and
Davydov, 2010; Pietra, 2012); hay que
mencionar que ninguna de estas enzimas ha sido
aislada de hábitats que reflejen valores extremos
de salinidad, presión y temperatura
conjuntamente. Por lo tanto, la identificación y
caracterización bioquímica y estructural de
nuevas enzimas obtenidas de tales ambientes
puede aportar nuevas informaciones en lo que al
potencial básico y aplicado de las mismas se
refiere.
1.8 Fumarolas hidrotermales:
fuente inexplorada de extremo-
enzimas de macro-organismos
que la habitan
Un ejemplo de ambiente marino en el que las
comunidades microbianas y los macro-
organismos que la habitan han sido poco
explorados lo constituyen las fumarolas
hidrotermales. La primera fue descubierta en
1977 (Prieur et al., 1995) y se caracterizan por
una temperatura por encima de los 350ºC en el
origen de la zona de emisión de gases.
Una de las características más peculiares de
estos ambientes es la presencia de una alta
densidad de macro-organismos que son
portadores de bacterias simbiontes y epibiontes,
cuya diversidad ha comenzado a conocerse
recientemente. Las bacterias simbiontes y
epibiontes constituyen la base de la cadena
alimentaria en los sistemas eco-quimio-sintéticos
marinos y constituyen la base para la extracción
de fuentes de energía. Las primeras bacterias
simbiontes, identificadas en 1981, fueron  las
bacterias quicio-litótrofas del  gusano Riftia
pachyptila en el Pacífico; éstas bacterias son
capaces usar compuestos de azufre como fuente
energética. Posteriormente, en 1985 se
descubrieron los primeros simbiontes que utilizan
metano como fuente de energía; éstos se
Figura 12 |Árbolfilogenético delos grupostaxonómicosprincipalesencontradosen la fosamarina Medee(Yakimov et
al., 2013).
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descubrieron en los mejillones procedentes de
filtrados de hidrocarburos en el Golfo de México
(Petersen et al., 2011; Anderson et al., 2014).
La gamba Rimicaris exoculata (Williams y
Rona, 1986) domina la fauna en muchas
fumarolas hidrotermales de la dorsal Atlántica
(<2,320 m de profundidad). R. exoculata vive en
zonas cercanas a las chimeneas en el gradiente
entre los fluidos hidrotermales y el agua marina,
que tiene una temperatura entre 3 y 25ºC (media
de 8.7ºC). La salinidad media, debido a las
características especiales de estos ambientes, es
inferior a la del agua de mar y en el caso
particular de la dorsal Atlántica (Figura 13) se
sitúa alrededor de 23 g/l de sal. Estudios
recientes han demostrado que R. exoculata posee
una densa comunidad bacteriana en sus agallas
(Schmidt et al., 2008). Éstas contribuyen a la
utilización de compuestos reducidos de azufre,
hidrogeno y metano (Schmidt et al., 2008;
Petersen et al., 2011), lo que proporciona energía
y nutrientes al huésped, incapaz de metabolizar
tales compuestos. Así mismo, dichos micro-
organismos son capaces de metabolizar
compuestos inorgánicos y orgánicos procedentes
de la columna de agua o del fluido hidrotermal
(nitratos, fosfatos, sulfatos, bicarbonato,
vitaminas, aminoácidos, policarbonatos, etc.
(Charlaou et al., 2002; Zbinden et al., 2008;
Hügler et al., 2011; Konn et al., 2011; Guri et al.,
2012; Wahl et al., 2012; Ponsard et al., 2013).
Aunque el fondo marino es un hábitat para
macro-organismos y las comunidades
microbianas asociadas a los mismos, hasta la
fecha en que esta Tesis Doctoral fue escrita, no
se habían descrito enzimas de microorganismos
(simbiontes o epibiontes) asociadas a macro-
organismos de ambientes profundos, incluidos
aquellos que habitan fumarolas marinas. De
forma minoritaria solo se ha descrito un pequeño
número de enzimas bacterianas asociadas a
esponjas y moluscos marinos (Karpushova et al.,
2005; Okamura et al., 2010; Selvin et al., 2012;
Kim et al., 2011; Sim et al., 2012), ninguno de
los cuales procede de ambientes profundos
(profundidad inferior a 200 m). Entre las enzimas
caracterizadas se encuentran 3 esterasas de
esponjas marinas (Karpushova et al., 2005;
Okamura et al., 2010; Selvin et al., 2012), y una
celulasa y una alginato liasa (Kim et al., 2011;
Sim et al., 2012) de moluscos marinos. La
mayoría de estas enzimas presentan una
homología a nivel de secuencia de aminoácidos
del 54-100% a secuencias de enzimas homólogas
descritas en las bases de datos, son halo-
tolerantes y son más activas a pH cercano a la
neutralidad y a 40ºC. Mientras que una esterasa
asociada a la esponja Hyrtios erecta retiene más
del 60% de su actividad en el rango 30-50ºC
(Okamura et al., 2010), una lipasa de la esponja
Haliclona simulans es capaz de mantener tales
niveles de actividad a 10-80ºC (Selvin et al.,
2012). La baja información bioquímica de éstas y
otras enzimas asociadas a macro-organismos de
ambientes profundos, limita nuestro
conocimiento sobre las características y
adaptaciones ambientales y el potencial
biotecnológico de las mismas
1.9 Contaminación
antropogénica en ambientes
marinos: ¿fuente de promiscuidad
enzimática?
La influencia antropogénica ha marcado
claramente los ambientes acuáticos, en particular,
los marinos. Así las aguas pueden verse
sometidas a constantes vertidos que hacen que
los microorganismos que habitan dichos
Figura 13 |A. Mapaglobal de lalocalizaciónde la dorsalAtlánticadondeexistenfumarolashidrotermales dondehabita R.
exoculata.
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ambientes  cambien sus fuentes de carbono y se
enfrenten a especies químicas a las que antes no
se habían enfrentado (Dafoncchio et al., 2013).
Hasta qué punto las enzimas de dichos
organismos evolucionan para poder asimilar
dichos nutrientes o moléculas y cuáles son las
bases moleculares y estructurales que lo
favorecen, está aún por esclarecer a nivel
enzimático.
Los hidrocarburos en los sistemas marinos
pueden proceder de filtraciones naturales de
petróleo y de depósitos de gas natural, además de
de accidentes de transporte de petróleo y
deliberadas descargas o accidentes como los
ocurridos en el Golfo de Mexico (Frodie et al.,
2011; Gonzalez-Lozano et al., 2010), y en la
costa gallega (Laffon et al., 2014). La Figura 14
muestra la localización de las zonas marinas
donde se han producido vertidos. Como se puede
apreciar en la figura, existen miles de lugares
donde se han reportado vertidos accidentales de
crudo. Algunas de las zonas donde más vertidos
se han producido se localizan en el Mar
Mediterráneo, Mar del Norte y zonas contiguas.
Hasta hace poco tiempo no se conocían
verdaderos microorganismos marinos capaces de
degradar hidrocarburos. A diferencia de sus
homólogos terrestres que son muy versátiles, los
microorganismos marinos degradadores han
demostrado ser muy especializados. Hasta la
fecha, la mayoría de estos microorganismos
pertenecen a sólo 19 géneros de bacterias, entre
las que cabe mencionar Alcanivorax,
Marinobacter, Thallassolituus, Cycloclasticus, y
Oleispira (Yakimov et al., 2007), entre los más
conocidos. Estudios recientes han revelado que,
pese a su importancia en la biodegradación
natural de crudo, poco se sabe sobre el arsenal
enzimático de éstos u otros microorganismos que
pueblan ambientes contaminados de forma
crónica. Esto contrasta con el hecho de que
investigaciones recientes han demostrado que las
enzimas (p.e. esterasas) de estas bacterias
presentan actividades específicas y una
especificidad de sustrato superiores a las de
enzimas modelo comerciales (Kube et al., 2013;
Tchigvintsev et al., 2014). Así mismo, pese a que
la mayoría de estos organismos están adaptados a
una baja temperatura (0-25ºC), presentan un
arsenal de enzimas muy versátil ya que pueden
actuar eficazmente en un rango que oscila entre
los 4 y los 65ºC (Kube et al., 2013; Tchigvintsev
et al., 2014).
Hasta qué punto la introducción en el medio
ambiente de especies químicas diferentes a las
presentes de forma natural (por ejemplo,
moléculas presentes en el crudo), pueden alterar
o modular las actividades enzimáticas presentes
en comunidades microbianas autóctonas, es un
aspecto del que poco se conoce. Es éste un
aspecto que se ha tratado de investigar con éxito
en la presente Tesis Doctoral.
1.10 Lagos salinos poco
profundos: hábitats accesibles
pero poco explorados
A diferencia de las fosas marinas del Mar
Mediterráneo que han permanecido inalteradas
durante millones de años, hay ambientes que han
sufrido modificaciones en una escala geológica
Figura 14 | Mapaglobal de lalocalización de zonasmarinas donde se hanconstatado vertidosde crudo.
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menor, en lo que a variaciones en la salinidad se
refiere. Un ejemplo lo constituyen los lagos
cársticos, que son lagos que se alojan en una
depresión cárstica (dolina, uvala, poljé), que se
ha producido por la disolución de las calizas. En
la mayoría de estos lagos tanto la alimentación de
los ríos afluentes como el río emisario, se hace
gracias a ríos subterráneos. Un ejemplo es el
Lago Arreo (Figura 15), con una temperatura
que fluctúa entre 4.7 y 19.8 ºC según los meses
del año y con una profundidad  máxima de 24.8
m. Este Lago, localizado al noroeste de España,
contiene propiedades de halofília moderada (<1
g/L) (González-Mozo et al., 2000; Corella et al.,
2011) y constituye el lago cárstico más profundo
en Europa. Otro ejemplo lo constituye la Laguna
de Carrizo en Madrid (Ferrer et al., 2011).
¿Qué se sabe de las enzimas de este tipo de
ambientes? La respuesta es que si bien se conoce
la diversidad microbiana y eucariota en los
mismos (González-Mozo et al., 2000; Corella et
al., 2011; Ferrer et al., 2011), no se han descrito
apenas enzimas de estos ambientes (Martínez-
Martínez et al., 2013). Hasta qué punto la
presencia de bajas concentraciones de sal y la
baja-moderada temperatura del agua son factores
que han permitido la evolución de determinadas
características enzimáticas, está por investigar.
Este es también un aspecto que se ha tratado de
investigar con éxito en la presente Tesis
Doctoral.
1.11 Esterasas y lipasas: un
caso de estudio práctico
Lo expuesto en las secciones anteriores
resume la limitada información a nivel de
enzimas en un amplio número de hábitats de
nuestro Planeta, y en particular, en ambientes
acuáticos. Dado que un objetivo principal en los
grupos de investigación es encontrar enzimas con
características singulares que sean de interés en
estudios básicos de estructura-función y en
biotecnología es necesario profundizar en el
análisis de la bioquímica y las estructuras de
nuevas enzimas en hábitats únicos, incluidos
aquellos sometidos a condiciones extremas, ya
sea por sus condiciones físico/químicas
ambientales o por su situación geográfica.
Claramente, estos ambientes pueden albergar una
biodiversidad enzimática que en algún caso
puede ser muy diferente a la conocida hasta la
fecha.
Una vez que se ha concretado el primer
objetivo, concretamente identificar nuevas
enzimas de hábitats poco explorados, el siguiente
objetivo es concretar el tipo de enzimas a
estudiar. Un grupo de enzimas de amplio interés
lo constituyen las enzimas esterasa-lipasa, un
grupo de enzimas que se encuentran ampliamente
distribuidas en la naturaleza, tanto en animales y
plantas como en microorganismos.
Independientemente de su naturaleza, todas ellas
tienen una actividad común: catalizan la
hidrólisis de los enlaces ésteres formados entre
un ácido y un alcohol (Ro et al., 2004). Las
lipasas son específicas para acilgliceroles con
ácidos grasos de cadena larga (>10 átomos de
carbono), siendo la trioleína su sustrato de
referencia, mientras que las esterasas actúan
específicamente sobre acilgliceroles de cadena
corta (<10 átomos de carbono), y otros ésteres
simples, siendo la tributirina su sustrato estándar.
Las lipasas muestran preferencia por sustratos
altamente hidrófobos, insolubles y agregados,
Figura 15 | Modelos tridimensionales de la cuenca dellago de Arreo. Las líneas marrón y amarilla de trazodiscontinuo representa el límite de la cuenca. La líneaazul continua muestra el trazado del arroyo del Lago yla discontinua la de un pequeño cauce temporal. Lasáreas verdes se corresponden con las formacionespalustres presentes en la cuenca y en azul con lalámina de agua del lago. Los números que aparecen enel mapa y en las fotos se corresponde con: PraoSegundo (1), Prao Tercero (2), manantial salino (3),lago de Arreo (4) y fuente del Hambre (5).
CAPÍTULO 1 | INTRODUCCIÓN GENERAL| 31
presentando sitios de unión a sustrato largos para
poder acomodar al ácido graso (Reyes-Duarte et
al., 2005). Las esterasas, por el contrario, actúan
sobre sustratos más solubles y con un grado de
hidrofobicidad más variable. Además las lipasas
muestran un número mayor de aminoácidos no
polares localizados en las zonas expuestas al
solvente y en la región del centro activo en
comparación con las esterasas, así como un rango
de sustrato más amplio y estéreo-especificidad y
regio-selectividad mayor (Fojan et al., 2000).
Pese a estas diferencias, ambas no requieren
cofactores, suelen ser estables y son activas en
disolventes orgánicos, lo que las convierte en
biocatalizadores de amplio espectro y de interés
industrial.
Arpigny y Jaeger (1999) realizaron una
clasificación, dividiendo las esterasas-lipasas
descritas en 8 familias de lipasas bacterianas en
función de la similitud de secuencias de
aminoácidos y algunas propiedades bioquímicas.
Esta clasificación ha venido actualizándose
debido a la identificación de nuevas enzimas y
secuencias (Hausmann y Jaeger 2010; Kourist et
al., 2010).
Estructuralmente las esterasas-lipasas suelen
presentar un plegamiento típico de las α/β
hidrolasas, y contienen mayoritariamente una
triada catalítica constituida por Ser-Asp-His
(Arping y Jaeger 1999; Hausmann y Jaeger 2010;
Kourist et al., 2010. Algunas lipasas presentan
cambios (Arping y Jaeger 1999), tales como: i) la
sustitución de Glu en lugar de Asp; ii) la
sustitución del motivo Gly-x-Ser-x-Gly cerca de
la Serina del centro activo, por la secuencia
consenso GDSL (Gly-Asp-Ser-Leu);  y iii) y que
la triada Ser-Asp-His en algunos casos es
sustituida por una diada catalítica Ser-His. Pese
a estos cambios, el mecanismo para la formación
o hidrólisis de los enlaces éster es esencialmente
el mismo para lipasas y esterasas y consiste en
cuatro pasos (Navarro-González y Pariego,
2012) que se resumen en la Figura 16: (1) en
primer lugar se une el sustrato a la enzima,
después se produce el ataque nucleofílico por
parte del grupo hidroxilo de la serina catalítica
sobre el enlace éster del sustrato. Este ataque
nucleofílico inicial forma un tetraedro intermedio
que es estabilizado por la presencia de dos
glicinas cercanas al centro activo, formando el
centro oxianiónico; (2) este tetraedro es
rápidamente descompuesto, con la ayuda de la
histidina protonada, lo que provoca la liberación
del alcohol del enlace ester y la formación del
complejo acil-enzima; (3) a continuación, el
complejo acil-enzima es atacado por una
molécula de agua, con la ayuda de la histidina,
formándose un segundo tetraedro intermedio; y
(4) finalmente después de la formación del
tetraedro intermedio, se produce la liberación del
ácido graso y como consecuencia de ello la
regeneración del centro activo (generando una
nueva enzima libre).
Las esterasas y lipasas son el tercer gran
grupo de enzimas comerciales, después de las
proteasas y de las carbohidrasas, y son
consideradas entre uno de los principales grupos
de enzimas que producen más beneficios. Entre
las aplicaciones tecnológicas más importantes
destacan las siguientes (Plou et al., 2003;
Navarro-González et al., 2012):
1. Industria farmacéutica y química (Muñoz-
Solano et al., 2012): ejemplos de su
utilización en procesos químicos son la
hidrólisis enzimática de ésteres para la
obtención de intermedios en la síntesis de
paroxentina, que es un potente antidepresivo
(Guisan et al., 2002), la síntesis de
antibióticos β-lactámicos (Sánchez-Ferrer et
al., 2007), y la síntesis de ésteres de azúcares
con actividad antitumoral (Ferrer et al.,
1999).
2. Industria alimentaria: ejemplos de su
utilización en la industria panadera son la
feruloil esterasa de Streptomyces
thermocarboxydus empleada como
coadyuvante tecnológico en los procesos de
panificación de masas de harina (Copa et al.,
2006); ejemplos en la industria de los
aditivos alimentarios lo constituyen la
reacción para la liberación de los ésteres de
carotenoides se emplean esterasas y lipasas
procedentes de Pseudomonas fluorescens y
Pseudomonas alcalígenes (Ralf et al., 2007;
Harrison et al., 2000); aplicaciones en la
industria láctea son aquellas derivadas de su
capacidad de hidrólisis ya que las lipasas
juegan un papel importante en la preparación
de saborizantes con sabor a queso (Silvert et
al., 2007; Esteban-Torres et al., 2014) y en la
industria de grasas y aceites, ya que, por
ejemplo las grasas con menor valor
comercial pueden ser convertidas en grasas
con un mayor valor comercial (Sharma et al.,
2001). Recientemente las lipasas se han
empleado con éxito en la producción de
antioxidantes fenólicos (Torres et al.,2010,
2012; Medina et al., 2010).
3. Industrial de detergentes y agentes
limpiadores: las esterasas y lipasas pueden
ser empleadas como aditivos ya que son
activas a altas temperaturas y pH alcalino;
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además son esenciales en la producción de
jabón, lavavajillas, disolventes de limpieza
en seco y limpieza de lentes de contacto.
La presente Tesis Doctoral se ha centrado en
el estudio de esterasas y lipasas. Como se ha
comentado anteriormente, éstas han sido
seleccionadas por varias razones. Primero,
porque con enzimas ampliamente estudiadas en
la bibliografía y existe un amplio número de
datos bioquímicos y estructurales que nos
permitirán estudios comparativos. Segundo,
porque son pocas las enzimas de este tipo que
han sido estudiadas en hábitats acuáticos, y la
identificación y caracterización bioquímica y
estructural, puede ayudar a entender el potencial
básico y aplicado de las mismas en el contexto de
la información para enzimas de otros ambientes.
En este sentido, hasta la fecha en la que la
presente Tesis Doctoral fue escrita no se había
descrito hasta la fecha la estructura de ninguna
enzima con actividad esterasas y/o lipasa en
ambientes marinos profundos. Tercero, porque en
el marco de estudios anteriores y los presentados
en esta Tesis Doctoral son enzimas que pueden
ser usadas como marcadores para el estudio de
mecanismos de adaptación de las proteínas a
condiciones de poli-extremofília. Cuarto, porque
constituyen uno de los biocatalizadores de mayor
proyección biotecnológica (Jaeger y Eggert,
2002; Turner y Truppo, 2013).
Pese a que esterasas y lipasas constituyen la
base principal objeto de estudio en la presente
Tesis Doctoral, a modo comparativo se han
estudiado otras enzimas, en particular,
glicosidasas, aldo-ceto reductasas y lactato
dehidrogenasas, que igualmente han sido poco
estudiadas en los ambientes investigados en la
presente Tesis Doctoral. Aunque conocemos los
avances que se están desarrollando en el diseño
de mejores erramientas de clonación y expresión
de DNA metagenómico y sistemas de rastreo
(screening) que permitan aumentar la eficacia de
los sitemas de búsqueda de enzimas en librerías
de clones o secuencias obtenidas por
secuenciación masiva, la presente Tesis Doctoral
emplea herramientas y ensayos comúnmente
usados, ya que entendemos que con ellos es
posible abarcar una amplia diversidad
enzimática.
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Figura 16 |Mecanismo de actuación de las enzimas esterasas-lipasas (adaptado de Stock et al., 2004).
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El Objetivo general de la presente Tesis Doctoral es acceder a una amplia diversidad
enzimática, mediante el desarrollo y aplicación de métodos metagenómicos. Se pretende con ello
proporcionar una amplia colección de enzimas, y un entendimiento detallado de los
mecanismos subyacentes a las características bioquímicas y físico-químicas de las mismas en el
marco de factores estructurales y ambientales. Estos objetivos ambiciosos se conseguirán
mediante los siguientes sub-objetivos específicos:
• Objetivo 1. Obtener una amplia colección de enzimas de comunidades microbianas
autóctonas de ecosistemas de diferente procedencia, en particular aquellos poco estudiados hasta
la fecha, para garantizar el acceso a una amplia biodiversidad. Se emplearán técnicas
metagenómicas para el rastreo funcional, en librerías de clones creadas a partir de DNA
microbiano procedente de muestras de origen marino y cárstico, de enzimas con alto potencial
biotecnológico, que incluyen esterasas y lipasas, como objetivo principal, así como otras enzimas
de interés como glicosidasas, aldo-ceto reductasas y lactato dehidrogenasas.
• Objetivo 2. Generar una amplia base de datos de secuencias y datos bioquímicos de las
enzimas aisladas. Para ello tras los rastreos funcionales se procederá a la secuenciación de los
fragmentos de DNA que contienen las enzimas de interés y, tras identificar las secuencias que
codifican dichas enzimas, se procederá a la clonación de los genes correspondientes, y a la
expresión, purificación y caracterización de las enzimas objeto de estudio.
• Objetivo 3. Proporcionar un entendimiento detallado de las especificidades de sustrato
y características físico-químicas de las enzimas objeto de estudio, y generar una amplia colección
de datos estructurales de las enzimas con mayor relevancia a nivel de actividad y secuencia. Se
pretende con ello sugerir los factores estructurales responsables de las correspondientes
características enzimáticas y el posible efecto de las condiciones geoquímicas de los hábitats de
procedencia sobre la promiscuidad y mecanismos de adaptación. Para ello, las enzimas más
prometedoras se someterán a fermentaciones con alta densidad celular y técnicas de cristalización
de proteínas, junto con técnicas de mutagénesis.
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En este primer capítulo presentamos la identificación y el análisis bioquímico de siete enzimas con
actividad esterasa/lipasa obtenidas mediante rastreos funcionales en una libreria metagenómica de
comunidades microbianas presentes en una muestra de sedimentos del Lago de Arreo. Se trata de un lago de
origen cárstico localizado en el norte de España (42º46'N, 2º59'W) y a 655 m de altitud, que presenta una
temperatura media que fluctúa entre los 4.7 y 19.8 ºC, según los meses del año, y una profundidad  máxima
de 24.8 m. El Lago de Arreo es uno de los pocos lagos cársticos en Europa de mayor profundidad que se han
desarrollado en formaciones de yeso.
Para ello se han utilizado técnicas metagenómicas, incluidas rastreos de actividad en librerías de
fósmidos (pCCFOS), secuenciación masiva del DNA de los clones positivos y técnicas bioinformáticas para
la identificación de marcos de lectura abiertas que codifican las enzimas de interés. Posteriormente se han
empleado técnicas de biología molecular para la expresión en la bacteria Escherichia coli de los genes que
codifican las enzimas de interés, así como la posterior producción a pequeña escala y purificación con la
ayuda de colas de 6-histidinas. El empleo de técnicas bioquímicas, incluidos ensayos espectrofotométricos
para la determinación de parámetros óptimos, especificidad de sustrato y cálculo de actividades específicas y
constantes cinéticas, permitió posteriormente la caracterización de las mismas. Finalmente se han realizado
estudios comparativos a nivel de secuencia de aminoácidos y de frecuencia de tetra-nucleótidos para
determinar no solo la similitud y novedad de las secuencias obtenidas sino también el posible origen
microbiano de las mismas.
Tras rastrear con un sustrato modelo (acetato de naftilo) un total de 11,520 clones (342 Mpb) se
obtuvieron 10 clones positivos. Esto supone una incidencia de 1 clon positivo por cada 1,152 clones. Tras la
secuenciación del DNA contenido en los mismos se identificaron 378 genes que codificaban proteínas, de los
que 7 eran genes que codificaban presuntas esterasas de la super-familia de las α/β-hidrolasas. La masa
molecular y el punto isoeléctrico de las enzimas estudiadas oscila entre 24,329 y 34,003 Da, y 4.78 y 10.04,
respectivamente. A nivel de secuencia las enzimas identificadas y analizadas presentan homologías a nivel
de identidad entre el 25% y el 54%. El pH óptimo varía entre 8.0 y 8.5, la temperatura óptima de actividad
oscila entre los 12 y los 40ºC y las concentraciones de sal (NaCl) para actividad óptima varían entre 0 y 1.2
M. Las 7 enzimas proceden de bacterias del filo Proteobacteria, en particular de los géneros
Cupriavidus/Ralstonia (2), Methylobacterium (1), Rhizobium (1), Azotobacter/Azospirillum (1),
Sphingomonas (1) y Burkholderia (1). Estos datos demuestran la presencia en el Lago de Arreo de
proteobacterias que contienen enzimas moderadamente halófilas y que están adaptados a bajas temperaturas.
El análisis de la especificidad de sustrato, testeada sobre un conjunto de 101 ésteres estructuralmente
diversos, demostró posteriormente perfiles de reactividad muy diferentes entre sí y en comparación con otras
6 preparaciones enzimáticas comerciales con actividad esterasa y lipasa. En particular, una de las enzimas
(LAE6) presenta reactividades y características superiores a las de la mejor enzima en su clase usada en
procesos industriales (CalB) y es ampliamente promiscua, siendo capaz de transformar eficazmente
triglicéridos, ésteres de ácidos grasos halogenados y no halogenados, ésteres aromáticos, ésteres de
carbohidratos, lactonas y epóxidos quirales. Este estudio proporciona evidencias experimentales de que los e
metagenomas bacterianos de ambientes cársticos pueden ser de un gran interés potencial para la
identificación de enzimas de interés biotecnológico, ya que son tolerantes a la sal, son activas a bajas
temperaturas y muestran una alta promiscuidad y enantioselectividad.
El CD adjunto a esta Memoria contiene Material Suplementario relacionado con este Capítulo.
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Biochemical Diversity of Carboxyl Esterases and Lipases from Lake
Arreo (Spain): a Metagenomic Approach
Mónica Martínez-Martínez,a María Alcaide,a Anatoli Tchigvintsev,b Oleg Reva,c Julio Polaina,d Rafael Bargiela,a
María-Eugenia Guazzaroni,a* Álvaro Chicote,e Albert Canet,f Francisco Valero,f Eugenio Rico Eguizabal,g María del Carmen Guerrero,g
Alexander F. Yakunin,b Manuel Ferrera
Spanish National Research Council (CSIC), Department of Applied Biocatalysis, Institute of Catalysis, Madrid, Spaina; Department of Chemical Engineering and Applied
Chemistry, University of Toronto, Toronto, Ontario, Canadab; Department of Biochemistry, University of Pretoria, Pretoria, South Africac; CSIC, Instituto de Agroquímica y
Tecnología de Alimentos, Paterna, Valencia, Spaind; Universidad de Castilla-La Mancha, Ciudad Real, Spaine; Departament d’Enginyeria Química, Universitat Autònoma de
Barcelona, Bellaterra, Barcelona, Spainf; Department of Ecology, Faculty of Science, Autonomous University of Madrid, Madrid, Spaing
The esterases and lipases from the / hydrolase superfamily exhibit an enormous sequence diversity, fold plasticity, and activi-
ties. Here, we present the comprehensive sequence and biochemical analyses of seven distinct esterases and lipases from the
metagenome of Lake Arreo, an evaporite karstic lake in Spain (42°46=N, 2°59=W; altitude, 655 m). Together with oligonucleotide
usage patterns and BLASTP analysis, our study of esterases/lipases mined from Lake Arreo suggests that its sediment contains
moderately halophilic and cold-adapted proteobacteria containing DNA fragments of distantly related plasmids or chromo-
somal genomic islands of plasmid and phage origins. This metagenome encodes esterases/lipases with broad substrate profiles
(tested over a set of 101 structurally diverse esters) and habitat-specific characteristics, as they exhibit maximal activity at alka-
line pH (8.0 to 8.5) and temperature of 16 to 40°C, and they are stimulated (1.5 to 2.2 times) by chloride ions (0.1 to 1.2 M), re-
flecting an adaptation to environmental conditions. Our work provides further insights into the potential significance of the
Lake Arreo esterases/lipases for biotechnology processes (i.e., production of enantiomers and sugar esters), because these en-
zymes are salt tolerant and are active at low temperatures and against a broad range of substrates. As an example, the ability of a
single protein to hydrolyze triacylglycerols, (non)halogenated alkyl and aryl esters, cinnamoyl and carbohydrate esters, lactones,
and chiral epoxides to a similar extent was demonstrated.
Esterases and lipases from the / hydrolase family have re-ceived considerable attention, because they are widely distrib-
uted within the microbial communities operating in most of en-
vironments where they have important physiological functions
(1) and because they are one of the most important groups of
biocatalysts for biotechnological applications (2–4). Upon search-
ing the list of genes using Pfam (the protein family database [5])
from the approximately 140 metagenomic projects in various
stages of sequencing on the GOLD website (Genomes OnLine
Database; http://www.genomesonline.org/) and the available se-
quences of esterases and lipases, more than 72,000 predicted es-
terases/lipases of the / hydrolase superfamily were retrieved,
which revealed the richness of uncultured biodiversity (6), to pro-
vide wide collections of such biocatalysts. This is one of the largest
protein families with available sequences. In relation to the culti-
vation-independent methods used to identify them, it should be
highlighted that sequence-based metagenomics only provide the
presumptive compositional and functional blueprint represented
in the community genome (7, 8), but at the same time, this
method causes serious problems regarding both sequencing errors
(9) and the erroneous assignment of substrate specificity (10). In
contrast, the activity-directed techniques have been shown to pro-
vide a direct view of known or new protein families and function-
alities (for examples, see references 11–22, and 23). Whatever the
platform used (i.e., either gene cloning from sequence resources
or naïve activity screens), in many cases, enzyme properties have
been shown to be modulated by ecosystem characteristics (24, 25).
From the whole set of sequences available, only a limited num-
ber of metagenomically derived esterases and lipases have been
experimentally characterized (see Table S1 in the supplemental
material), and only 27% of them (or approximately 60) have been
shown to possess characteristics likely needed for industrial oper-
ations. In this respect, useful features, such as broad substrate
specificity complemented with high activity levels under a wide
range of thermal and pH conditions and salt concentrations, sta-
bility in organic solvents, and enantio- and stereoselectivity, are
widely used for defining the potential application of esterases and
lipases in biotechnology settings (4); however, not all character-
ized enzymes match these criteria (for example, see reference 26).
Table S1 in the supplemental material provides an exhaustive list
(with biochemical characteristics) of more than 200 different es-
terases/lipases from the / hydrolase superfamily which have
been identified by metagenomic methods from various environ-
ments, including soils, compost piles, landfill leachate, bioreac-
tors, activated sludges, marine water, and sediment samples (in-
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cluding tidal flat sediments, deep sea samples, and water columns)
and freshwater samples (including drinking water, pond water,
rivers, and hot springs).
In the present work, we identified and successfully cloned, ex-
pressed, purified, and characterized seven esterases/lipases from
the / hydrolase superfamily via an activity-centered metag-
enome analysis from a microbial community of an evaporite
karstic lake (Lake Arreo) in northwest Spain (42°46=N, 2°59=W;
altitude, 655 m). Our findings point to the importance of evapo-
rite karstic lakes as rich resources for novel low-temperature- and
salt-adapted / hydrolases that may be useful for biotechnolog-
ical applications because of their remarkable and broad substrate
profiles. The substrate spectrum of newly isolated enzymes was
compared to that of commercially available preparations, and
structural models were also used to suggest molecular features
that allow for the acceptance of different sets of substrates. Addi-
tionally, our work provided further insights into the placing of
esterases/lipases at Lake Arreo by using genome linguistics, se-
quence similarity, and activity phenotyping.
MATERIALS AND METHODS
Materials, strains, and esterase/lipase preparations. Chemicals, bio-
chemicals, and solvents were purchased from Sigma Chemical Co. (St.
Louis, MO), Aldrich (Oakville, Canada), or Fluka (Oakville, Canada) and
were of pro-analysis quality. The oligonucleotides used for DNA amplifi-
cation and sequencing were synthesized by Sigma Genosys Ltd. (Pampis-
ford, Cambs, United Kingdom) and are provided in Table S2 in the sup-
plemental material. The nickel-nitrilotriacetic acid (Ni-NTA) His · Bind
chromatographic media were from Sigma Chemical Co. (St. Louis, MO).
The Escherichia coli EPI300-T1R strain (Epicentre Biotechnologies; Mad-
ison, WI), used for the fosmid library construction and screening, and E.
coli GigaSingles for the gene cloning and BL21(DE3) for the expression
using the pET-46 Ek/LIC vector (Novagen, Darmstadt, Germany), were
cultured and maintained according to the recommendations of the sup-
pliers and standard protocols (27). Commercial esterase/lipase prepara-
tions Novozym 735 (lipase CalA from Candida antarctica), Novozym
CALB L (lipase CalB fromC. antarctica), Lipolase 100L (lipase fromTher-
momyces lanuginosa), and Lipozyme RM–Novozym 388L (lipase from
Rhizomocur miehei) were provided by Novozymes A/S (Bagsvaerd, Den-
mark). Lipase from Alcaligenes sp. was kindly donated by Meito Sangyo
Co. (Japan). Lipase from Rhizopus oryzae was obtained and prepared as
described elsewhere (28).
Selection of hydrolases derived from the evaporite karstic lake (Lake
Arreo) fosmid library. A large-insert pCCFOS1 fosmid library was cre-
ated from the DNA of a microbial community inhabiting sediment sam-
ples from an evaporite karstic lake (Lake Arreo). Sediment sampling (10
cm deep) was carried out in February 2007 with a sterilized 50-ml poly-
propilene Falcon tube in the eastern shallow part of the lake (see Fig. S1 in
the supplemental material). The sample was maintained cold and dark
during transportation to the laboratory, where it was frozen at 20°C
until processing. Total DNA (5.2 g DNA/g sediment) was extracted us-
ing the G’NOME DNA isolation kit (Qbiogene, Heidelberg, Germany).
Purified and size-fractioned DNA was ligated into the pCCFOS fosmid
vector and further cloned in E. coli EPI300-T1R according to the instruc-
tions of Epicentre Biotechnologies (WI) and a procedure described earlier
(11). Fosmid clones (40,000; average insert size, 29.7 kbp) harboring ap-
proximately 1 Gbp of community genomes were arrayed and grown in
384-well microtiter plates containing Luria-Bertani (LB) medium with
chloramphenicol (12.5 g/ml) and 15% (vol/vol) glycerol and stored at
80°C.
Approximately 11,520 clones, plated onto small (12.5- by 12.5-cm)
petri plates (each containing 96 clones) with LB agar containing chloram-
phenicol (12.5g/ml) and the induction solution (Epicentre Biotechnol-
ogies, WI), as recommended by the supplier to induce a high fosmid copy
number, were screened with -naphthyl acetate under previously de-
scribed conditions (29). The positive clones were selected and their DNA
inserts sequenced with a Roche 454 GS FLX Ti sequencer (454 Life Sci-
ences, Branford, CT) at Life Sequencing SL (Valencia, Spain). Upon com-
pletion of sequencing, the reads were assembled to generate nonredun-
dant metasequences using Newbler GS De Novo Assembler v.2.3 (Roche).
GeneMark software (30) was employed to predict potential protein-cod-
ing regions (open reading frames [ORFs] with20 amino acids) from the
sequences of each assembled contig, and deduced proteins were screened
via BLASTP and PSI-BLAST (31). Sequences are available at NCBI under
accession number SRA059294.
Cloning, expression, and purification of selected proteins. The clon-
ing, expression, and purification of selected His6-tagged proteins in the
Ek/LIC 46 vector and E. coli BL21 were performed as described elsewhere
(32), except that protein expression was performed using 1.0 mM isopro-
pyl--D-galactopyranoside for 16 h at 16°C. After purification using a
Ni-NTA His · Bind resin (Sigma Chemical Co., St. Louis, MO), protein
solutions were extensively dialyzed with 20 mM HEPES buffer (pH 7.0) by
ultrafiltration through low-adsorption, hydrophilic, 10,000-nominal-
molecular-weight-limit-cutoff membranes (regenerated cellulose; Ami-
con, Madrid, Spain) and stored at86°C until use. Purity was assessed as
95% using SDS-PAGE, performed on 12% (vol/vol) acrylamide gels as
described by Laemmli (33), in a Bio-Rad Mini protein system. Protein
concentrations were determined according to Bradford (34).
Biochemical assays. If not otherwise stated, hydrolase reactions using
p-nitrophenyl (pNP) esters were performed in a microplate reader (Syn-
ergy HT multimode microplate reader; BioTek) as described previously
(32), with minor modifications. Briefly, reaction mixtures contained 2g
pure enzyme and 0.8 mM pNP ester (from a 20 mM stock solution in
acetone) in 20 mM HEPES buffer, pH 7.0, at 30°C, in a total volume of 190
l. Hydrolase-specific activity using other structurally diverse esters was
also determined using p-nitrophenol as a pH indicator as described else-
where (35), with small modifications. Briefly, specific activity was calcu-
lated by adding 2 g pure enzyme (a smaller amount of enzyme [0.4 g]
was used for LAE6) and 2 mM substrate from a 100 mM ester stock
solution (in acetonitrile) in 2 mMN,N-bis(2-hydroxyethyl)-2-aminoeth-
anesulfonic acid (BES) buffer (pH 7.2) containing 0.45 mM p-nitrophe-
nol and 2.5% acetonitrile (vol/vol), at 30°C, in a total volume of 150l. In
all assays, the reactions were monitored every 2 min by spectrophoto-
metrically measuring the absorbance of p-nitrophenol at 410 nm (for pNP
esters) or 404 nm (for substrates other than pNP esters) during 15 min
(except for LAE6, for which a 10-min incubation time was used). Under
our experimental conditions, the absorption coefficient for p-nitrophenol
was measured as 15,200 M1 · cm1. One unit of enzyme activity was
defined as the amount of enzyme hydrolyzing 1mol of substrate in 1 min
under the assay conditions. In all cases, three independent experiments
were performed, and graphs were plotted using mean values; the standard
deviations were less than 5%. Kinetic parameters were calculated by using
a conventional Lineweaver and Burk model, at 30°C, as outlined above, in
96-well microtiter plates where each well contained 0.388 to 0.882 M
enzyme solution and 0 to 100 mM substrate.
The optimal pH, temperature, and salt concentration were deter-
mined using pNP butyrate (0.8 mM final concentration) as the substrate;
pH values between 4.0 and 9.0, temperatures between 4 and 70°C, and
sodium chloride concentrations ranging from 0.1 to 1.2 M were tested. All
of the following buffers were tested at 20 mM: sodium citrate (pH 4.0 to
4.5), sodium acetate (pH 5.0 to 6.0), 2-(N-morpholino)ethanesulfonic
acid (pH 5.5 to 6.0), HEPES (pH 7.0 to 8.0), piperazine-N,N=-bis(ethane-
sulfonic acid) (pH 6.0 to 7.0), K/Na phosphate (pH 7.5), Tris-HCl (pH
8.5), and glycine (pH 9.0 to 9.5). The pH was always adjusted at 25°C. The
pH and temperature profiles were obtained at 30°C and pH 7.0, respec-
tively. The optimal anion concentration was obtained at 30°C and pH 7.0.
Under our experimental conditions, the absorption coefficients for p-
nitrophenol were measured for each indicated temperature and pH and
ranged from 132 (for pH 4.0) to 28,381 (for pH 9.5) M1 · cm1. These
Martínez-Martínez et al.
3554 aem.asm.org Applied and Environmental Microbiology
 o
n
 January 19, 2015 by UAM
/SERVICIO
 DE DO
CUM
ENTACIO
N
http://aem
.asm
.org/
D
ow
nloaded from
 
values were considered for calculating activity for each pH and tempera-
ture, as described above.
Oligonucleotide usage pattern analysis. DNA sequences of contigs
were searched for oligonucleotide compositional similarity against all se-
quenced bacterial chromosomes, plasmids, and phages by using the
GOHTAM web tool (36). Frequencies of tetranucleotides for composi-
tional genome comparison were calculated as described earlier (37).
Three-dimensional (3D) model analysis. Suitable protein structures
to be used as templates for modeling were searched using the PSIPRED
server (http://bioinf.cs.ucl.ac.uk/psipred/). The Swiss Model server (http:
//swissmodel.expasy.org/) was used to generate the enzyme models.
DeepView-Swiss-PdbViewer (http://spdbv.vital-it.ch/) was used to ana-
lyze the structures and generate the figures.
Sequence read accession number. The sequence reads determined in
the course of this work are available at NCBI under accession number
SRA059294.
RESULTS AND DISCUSSION
Study site description. Lake Arreo (42°46=N, 2°59=W; altitude,
655 m) is one of the deepest karstic lakes on the Iberian Peninsula
(maximum depth, 24.8 m) (38, 39) (see Fig. S1 in the supplemen-
tal material). Chemically, the lake is subsaline, with an electrical
conductivity range of 703 to 1,727S/cm during the last 20 years.
Most of the sediment showed anoxic conditions, except for a thin
surface layer, which has a Ca-(Mg)-(Na)-SO4-HCO3-(Cl) ionic
composition (40, 41). The main water physicochemical data from
the sampling point were the following: conductivity, 1.079S/cm;
temperature, 6.9°C; dissolved oxygen content, 11.5 mg/liter
(101%); pH 8.0. The mean values of major ionic concentrations
(mg/liter) are the following: sulfates (354.9), bicarbonates (269.1),
chloride (99.6), calcium (188.4), magnesium (37.5), sodium
(51.52), and potassium (14.08).
Anoxic sediment samples (10 cm deep) were taken, and total
DNA was purified. Size-fractionated DNA was ligated into the
pCCFOS fosmid vector and further cloned in E. coli EPI300-T1R
to create a fosmid clone library harboring approximately 1 Gbp of
community genomes.
Metagenome library screening and sequence analysis. Ap-
proximately 11,520 fosmid clones from the metagenomic library
of Lake Arreo sediment (nearly 342 Mbp of metagenome DNA)
were screened using plate-based screens for hydrolytic activity
against -naphthyl acetate, a model esterase substrate (29). Ten
positive clones (incidence of positive clones, 1/1,152) were iden-
tified. Fosmid DNA isolated from each clone was mixed in equal
amounts and sequenced as a pool using a Roche GS FLX DNA
sequencer (1/16 plate), which produced 77,841 reads with an av-
erage length per read of 454.69 bp. Accordingly, a total of 38.5
Mbp of raw DNA sequences were obtained, which were assembled
into 735,686 bp (19 contigs with lengths ranging from 1,854 to
43,416 bp), with an average GC content of 58.75%. A total of 378
open reading frames were identified, which were analyzed and
compared to the sequences available in the databases. Seven out of
10 identified genes encoding the predicted esterases from the /
hydrolase superfamily (named LAE1 to LAE7) were expressed and
produced in soluble form in E. coli BL21(DE3). The correspond-
ing gene products were purified (see Fig. S2 in the supplemental
material), and their activities were characterized using 15 model
substrates and an array of 86 additional structurally diverse esters
(see Fig. S3 in the supplemental material).
Sequence analysis of/ hydrolases from Lake Arreo. Anal-
ysis of sequences of the Lake Arreo proteins showed that they all
belong to the / hydrolase superfamily, with amino acid se-
quence identity ranging from 31 to 57%. As determined by
Matcher (EMBOSS package), among Lake Arreo / hydrolases,
LAE4 and LAE7 were the most similar enzymes (71.4% sequence
identity), whereas LAE5 and LAE6 were the most different at the
sequence level (18.2% identity) (see Table S3 in the supplemental
material). The LAE1 protein was structurally most similar to ther-
mophilic esterase from Thermotoga maritima (31%; Protein Data
Bank [PDB] code 3DOH_A [42]) and / hydrolase from Agro-
bacterium tumefaciens (24%; PDB code 2r8b); LAE2 was most
similar to GDSL-like brain platelet-activating factor acetylhydro-
lases (SGNH_hydrolase subfamily) (31%, PDB code 1FXW [43],
and 28%, PDB code 1ES9 [44]); LAE3 was most similar to ther-
mostable esterase/lipase from uncultured bacterium (36%; PDB
code 3V9A_A) and hormone-sensitive esterase (35%; PDB code
3fak [45]); LAE4 was most similar to esterase from Pyrobaculum
calidifontis (25%; PDB code 2YH2_A [46]) and bacterial / hy-
drolase (19%; PDB code 3k2i); LAE5 was most similar to the
GDSL family lipolytic protein (SGNH_hydrolase subfamily) from
Alicyclobacillus acidocaldarius subsp. acidocaldarius Dsm 446
(54%; PDB code 3RJT_B); LAE6 was most similar to thermophilic
and thermostable carboxylesterase from the metagenomic library
(41%; PDB code 2c7b [47]); and LAE7 was most similar to GDSL-
like brain platelet-activating factor acetylhydrolase (SGNH_hy-
drolase subfamily) (32%; PDB code 1ES9 [44]).
The deduced molecular masses and estimated pI values of Lake
Arreo / hydrolases range from 24,328.83 to 34,002.96 Da and
from 4.78 to 10.04, respectively. Suitable templates have been
found for each enzyme, and 3D models of the corresponding pro-
tein structures are represented in Fig. S4 in the supplemental ma-
terial. The analysis of the seven enzymes, which can be classified in
the microbial lipase/esterase families described by Arpigny and
Jaeger (48), allows the distinction of three structural groups. The
first group (LAE2, LAE5, and LAE7) are GDSL esterases/lipases
(49). A characteristic feature of GDSL enzymes is that the serine-
containing motif is close to the protein N terminus. However,
whereas the presumptive nucleophile of LAE5 corresponds to
Ser15, that of LAE2 and LAE7 correspond to Ser143 and Ser130,
respectively. The structural analysis of the LAE2 and LAE7 en-
zymes shows that they are bimodular enzymes in which the /
hydrolase fold of the esterase catalytic unit is preceded at an N-ter-
minal position by a 100- to 120-amino-acid module whose struc-
ture could not be modeled due to the absence of suitable tem-
plates. A remarkable feature of this module is the presence of a
collagen-like sequence with a glycine/proline-rich stretch (GPGG
PGGPRGGGFGAPPTPPGP in LAE2). These sequences, which
are found in diverse bacterial proteins, are considered to be signa-
tures of phage origin (50); this agrees with the analysis of DNA
fragments using a genome linguistics approach (see below).
Whatever the case, the fact that the catalytic Ser located closer to
the N terminus in LAE5 than in LAE2 and LAE7 could make the
catalytic site more accessible to substrates; this was further con-
firmed (see below) by showing that LAE5 accepted a higher num-
ber of substrates and by showing that although all three enzymes
hydrolyzed pNP acetate and pNP propionate, LAE5 did prefer
pNP propionate, while LAE2 and LAE7 preferred shorter pNP
acetate (Table 1). Additionally, the fact that LAE5 retained circa
70% of the activity at 4°C, while LAE2 and LAE7 retained only 42
and 28%, respectively (Fig. 1 and see below), suggests a link be-
tween the differences in active center location and optimization of
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activity at low temperatures. Further structural analysis is in prog-
ress to confirm this hypothesis. The second group corresponds to
common esterases/lipases with typical / hydrolase folds and
GxSxG motif (LAE1, LAE4, and LAE6). LAE1 belongs to family I
and LAE4 and LAE6 to family VI; with a molecular mass in the
range 23 to 26 kDa, the enzymes in family VI are among the small-
est esterases known, in agreement with the theoretical molecular
mass of LAE4, which is the smallest (24 kDa) among the Lake
Arreo esterases. The third group, represented by LAE3, belongs to
the hormone-sensitive lipase/esterase (HSL) type (51) and also
has a GxSxG motif. It is thought that HSL hydrolases retained high
activity at low temperature, although sequence analysis indicates
that temperature adaptation is not responsible for such sequence
conservation (48); the fact that LAE3 did show maximal activity at
16°C (Fig. 1) agrees with this hypothesis.
According to sequence and 3D model analyses (see Fig. S4 in
the supplemental material), the catalytic triads were tentatively
identified: Ser166, Glu217, and His249 (in LAE1), Ser140, Glu292,
and His295 (in LAE2), Ser143, Glu237, and His267 (in LAE3),
Ser144, Asp248, and His281 (in LAE4), Ser15, Asp192, and His195
(in LAE5), Ser161, Asp256, and His286 (in LAE6), and Ser130,
Glu282, and His285 (in LAE7).
Optimization of activity and anion stimulation of esterases/
lipases from Lake Arreo. As shown in Fig. 1, purified proteins
showed high hydrolytic activity against the model esterase sub-
strate pNP butyrate at 16 to 40°C and pH 8.0 to 8.5, with the
hydrolases LAE3, LAE5, and LAE6 being the most active at tem-
peratures as low as 4°C, as they retained from 64 to 78% of the
activity compared to the activity level at the optimal temperatures.
Hydrolytic activities were stimulated (1.5 to 2.2 times) by the ad-
dition of NaCl to the reaction mixture (0.1 to 1.2 M NaCl) for all
enzymes but one (LAE3), which was inhibited from 1.6 (at 0.1 M)
to 3.8 (at 1.2 M) times. This is consistent with the fact that the Lake
Arreo basin was formed by dissolved evaporates; thus, it repre-
sents a subsaline environment (52). The fact that all but one of the
esterases was activated by NaCl indicates that enzyme properties
resembled habitat-specific characteristics, and that activation by
chloride is common for enzymes from Lake Arreo. Similar obser-
vations have been reported for the cold-active and anion-activated
carboxyl esterase OLEI01171 from the oil-degrading marine bac-
terium Oleispira antarctica (53).
Using model substrates that included 3-naphthyl, 6 pNP, and
6 triacylglycerol esters and according to specific activity (U/mg)
determinations (Table 1), we observed that LAE6 did show the
highest capacity to accept longer esters (up to tricaprin, pNP lau-
rate, and -naphthyl butyrate), which is in line with the highest
lipase character of this enzyme compared to other Lake Arreo /
hydrolases. pNP esters were preferred substrates for LAE3,
whereas LAE1, LAE2, LAE4, LAE5, and LAE7 preferentially hy-
drolyzed-naphthyl esters. LAE6 showed similar activity for both
substrates. In all cases, the activity toward triacylglycerols was sig-
nificantly lower (from 3.5-fold for LAE4 to 100-fold for LAE2
compared to -naphthyl esters). Overall, LAE6 (approximately
125 U/mg for -naphthyl acetate) was the most active enzyme,
whereas LAE3 showed the lowest activity (0.74 U/mg with
-naphthyl butyrate) (Table 1).
Substrate fingerprinting of esterases/lipases from Lake
Arreo. The substrate range of the purified esterases was character-
ized using a battery of 86 different esters (see Fig. S3 in the sup-
plemental material) that included 25 halogenated alkyl and aryl
esters, 34 alkyl esters, 12 aryl esters, 10 hydroxycinammic esters, 2
epoxides, 1 lactone, and 2 carbohydrate esters, using a colorimet-
ric method in which p-nitrophenol was used as a pH indicator
(35). The fingerprints of LAE1 to LAE7 are shown in Fig. 2 and 3,
which showed that 52 out of the 86 (or 61%) esters used in the
present study were accepted as substrates (for substrates not hy-
drolyzed by any of the enzymes, see Fig. S3 in the supplemental
material).
TABLE 1 Specific activities of the wild-type / hydrolases from Lake Arreo against a set of model -naphthyl, pNP, and triacylglycerol ester
substrates
Substrate
Activitya (U/mg)
LAE1 LAE2 LAE3 LAE4 LAE5 LAE6 LAE7
-Naphthyl acetate ND 111.04 ND 1.63 83.36 124.8 99.22
-Naphthyl propionate 3.58 16.01 ND 8.34 24.35 55.1 11.73
-Naphthyl butyrate 3.36 0.92 0.74 3.93 1.23 28.3 1.21
pNP acetate 0.133 5.57 23.80 0.05 1.23 34.3 0.64
pNP propionate 0.365 0.29 0.84 0.15 2.05 135.5 0.13
pNP butyrate 1.072 0.27 0.29 0.11 0.01 105.2 0.02
pNP octanoate 0.129 ND 0.04 ND ND 2.6 ND
pNP decanoate 0.028 ND 0.02 ND ND 1.0 ND
pNP laurate ND ND ND ND ND 0.2 ND
Triacetin 0.015 1.07 0.01 1.01 1.14 18.7 1.19
Tripropionin 0.080 ND 0.01 2.33 0.02 14.9 0.39
Tributyrin 0.005 ND 0.09 0.83 0.00 11.3 0.14
Tricaprin 0.001 ND ND 0.06 0.00 5.5 ND
Tricaprylin ND ND ND ND ND 3.4 ND
Trilaurin ND ND ND ND ND ND ND
a For -naphthyl and triacylglycerol esters, reaction mixtures contained 2 g pure enzyme (a lower amount of enzyme [0.4 g] was used for LAE6), 2 mM substrate, 0.45 mM
p-nitrophenol, and 2.5% (vol/vol) acetonitrile in 2 mM BES buffer (pH 7.2), at 30°C, in a total volume of 150 l. For pNP esters, reaction mixtures contained the same amount of
enzymes and 0.8 mM pNP ester in 20 mM HEPES buffer (pH 7.0), at 30°C, in a total volume of 190 l. In all cases, the reactions were monitored every 2 min during 15 min, and
the absorbance of p-nitrophenol at 410 nm (for pNP esters) or 404 nm (for substrates other than pNP esters) was measured. In all cases, 1 U of enzyme activity was defined as the
amount of enzyme hydrolyzing 1 mol of substrate in 1 min under the assay conditions. Three independent experiments were performed for each parameter, and mean values are
given; the standard deviations were less than 5%. ND, no activity detected under the experimental conditions assayed.
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Using the ester library substrates (Fig. 2 and 3), we observed
that LAE6 exhibits the broader substrate spectrum, being able to
hydrolyze 43 substrates, followed by LAE3 (28 substrates), LAE4
(27 substrates), LAE1 (26 substrates), and, to lesser extents, LAE5
(14 esters), LAE7 (10 esters), and LAE2 (7 esters). The majority of
compounds were accepted by at least two or more enzymes; how-
ever, 14 substrates were LAE6 specific (Fig. 3), including ethyl
(S)-()-4-chloro-3-hydroxybutyrate, ()-methyl-(R)-2-chloro-
propionate, methyl -bromophenylacetate, methyl -bromo-
isobutyrate, ethyl octanoate, vinyl decanoate, ethyl benzoate, vinyl
benzoate, methyl cinnamate, methyl trans-cinnamate, isobutyl cin-
namate, phenethyl cinnamate, (R)-()-glycidyl butyrate, (S)-()-
FIG 2 Substrate profiles of the wild-type LAE2, LAE5, and LAE7 / hydro-
lases from Lake Arreo against a set of structurally diverse ester substrates.
LAE2, LAE5, and LAE7 were the / hydrolases characterized by a restricted
substrate spectrum. Reactions (30°C and pH 7.2) were performed as described
for the -naphthyl and triacylglycerol esters (Table 1) and were monitored
during 15 min, and the absorbance of p-nitrophenol at 404 nm was recorded
and plotted. For best and/or representative substrates, specific activities (U/
mg) were calculated as described in Table 1 and Materials and Methods and are
shown on the top of bars. In all cases, three independent experiments were
performed for each parameter, and graphs were plotted using mean values; the
standard deviations were less than 5%.
FIG 1 Effect of NaCl concentration (upper), pH (middle), and temperature
(lower) on the hydrolytic activity of Lake Arreo enzymes. The heat map colors
represent the relative percentages of specific activity (U/mg) compared to the
maximum (100%) within each enzyme, using pNP butyrate as the substrate.
The effect of NaCl concentration was measured in 20 mM HEPES buffer (pH
7.0) at 30°C and varied from 0 to 1.2 M; the pH dependence was tested in the
range of pH 4.0 to 9.5 at 30°C in 20 mM buffers; the temperature dependence
in the range of 4 to 70°C at pH 7.0 was also determined. Reaction conditions
were as described in Table 1 and Materials and Methods.
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glycidyl butyrate, and -butyrolactone, and the flavor terpene com-
pound geranyl acetate was accepted as the substrate only by LAE5
(Fig. 2). Specific activity (U/mg) determinations were performed for
the best representative substrates (Fig. 2 and 3). At 30°C and pH 7.2,
methyl-2-chloro-3-hydroxypropionate (for LAE1, 0.28 U/mg), phe-
nyl acetate (for LAE2, 0.39 U/mg), tri-O-acetyl-D-glucal (for LAE3,
0.33 U/mg; for LAE7, 1.41 U/mg), methyl 4-bromobenzoate (for
LAE4, 1.01 U/mg),-D-glucose penta-acetate (for LAE5, 0.60 U/mg),
and (S)-()-glycidyl butyrate (for LAE6, 17.45 U/mg) were the pre-
ferred substrates.
The ability to hydrolyze nonhalogenated and halogenated (in-
cluding those containing bromo-, chloro-, fluor-, and iodo-) alkyl
and aryl esters was demonstrated for all enzymes (Fig. 2 and 3). Of
special significance is that long alkyl and aryl esters with vinyl and
isoprenyl substituents, such as vinyl decanoate, vinyl benzoate,
and isoprenyl acetate, were mainly hydrolyzed by LAE6 (up to
4.23 U/mg) (Fig. 3); thus, this enzyme may be applied in transes-
terification reactions using vinyl esters, unlike the other enzymes
from Lake Arreo. In addition, LAE1 was the only enzyme that did
not accept aromatic halogenated esters, such as methyl 4-bromo-
benzoate (Fig. 3), although it was able to hydrolyze the nonhalo-
genated substrate (methyl benzoate). As shown in Fig. 2 and 3,
four enzymes exhibited the capacity to accept the carbohydrate
ester -D-glucose penta-acetate (LAE2, LAE3, LAE5, and LAE7),
and all but one (LAE4) showed activity for tri-O-acetyl-glucal.
Finally, four enzymes were able to hydrolyze one or several cin-
namate esters (LAE1, LAE3, LAE4, and LAE5), four accept p-cou-
marate esters (LAE1, LAE3, LAE4, and LAE6), and LAE3 and
LAE5 were the only ones accepting methyl sinnapinate esters; no
activity toward methyl ferulate was observed for any of the en-
zymes. Of special significance is that LAE4 (Fig. 3) was the only
enzyme that showed activity on cinnamate esters of tertiary alco-
hols, such as tert-butyl cinnamate, although it was unable to ac-
cept primary and secondary alcohol substituents, such as methyl
or isobutyl substituents. Further, LAE6 exhibited activity toward
cinnamate esters with methyl, ethyl, isobutyl, vinyl, and the large
aromatic phenethyl substituents, for which low or now activity
was detected for the majority of other esterases/lipases (Fig. 3).
In relation to the enantioselective character of Lake Arreo hy-
drolases, we further observed that LAE1, LAE3, and LAE4 did
show the capacity to hydrolyze both enantiomers of methyl man-
delate, whereas LAE6 was the only one accepting both enantiom-
ers of glycidyl butyrate (Fig. 2 and 3); other chiral esters, such as
menthyl, neomenthyl, or lactate esters, were not substrates for any
of the enzymes. According to the Quick E assay (34) and kcat/Km
determinations for separate enantiomers (see Table S4 in the sup-
plemental material), apparent enantiomeric ratios (Eapp values)
were calculated. At 30°C and pH 7.2, Eapp varied from 816 (for
LAE3) to 15 (for LAE6), 8.3 (for LAE1), and 2.0 (for LAE4). LAE1
and LAE3 did show enantiopreference for methyl-(R)-()-man-
delate, whereas LAE4 preferred methyl-(S)-()-mandelate and
LAE6 preferred (R)-()-glycidyl butyrate. In addition, LAE6 fur-
ther exhibited activity toward -butyrolactone, although the ac-
tivity for this substrate was 108-fold lower than that of (S)-()-
glycidyl butyrate, which was the best substrate (Fig. 3).
Our results indicate that esterases/lipases from Lake Arreo are
characterized by high activities and different substrate profiles and
enantioselectivities; therefore, they are potentially useful for vari-
ous biotechnological applications. The differences in hydrolytic
capacities (using the half-saturation [Michaelis] coefficient [Km],
the catalytic rate constant [kcat], the catalytic efficiency [kcat/Km]
values, and/or specific activities; see Table S4 in the supplemental
material) with distinct acid and alcohol substituents of different
lengths and nature further indicate differences in active sites. Hav-
ing said that, it should be highlighted that, compared to previously
reported esterases/lipases (see Table S1 in the supplemental ma-
terial), some of the substrate profiles described here are biologi-
cally relevant, such as the ability of a single esterase/lipase such as
LAE6 to hydrolyze triacylglycerols, halogenated and nonhaloge-
nated alkyl and aryl esters, cinnamoyl and carbohydrate esters,
lactones, and chiral epoxides to a similar extent, which has not
been previously described. Enzymes LAE1 and LAE2, which be-
long to the same contig (i.e., are produced by the same bacterium;
see below), have similar optimal parameters (pH 8.0 to 8.5, 30°C,
and up to 1.2 M NaCl; Fig. 1) but have quite distinct substrate
profiles (Fig. 3 and 4). Thus, only 6 out of 27 substrates were
hydrolyzed by both enzymes, with LAE1 possessing the broader
substrate spectrum; these distinct functionalities suggest comple-
mentary metabolic and ecological capacities in vivo, together with
different biotechnological capacities.
Comparison to commercial esterases and lipases. Lipases and
esterases are one of the most important classes of hydrolytic en-
zymes in industrial settings (2, 54). There is a wide range of avail-
able preparations that can be tested for particular applications and
for comparative studies (3, 4, 55); in this context, it is interesting
to evaluate and compare the substrate spectrum of newly isolated
FIG 3 Substrate specificity of the wide-substrate-spectrum LAE1, LAE3, LAE4, and LAE6 / hydrolases from Lake Arreo against a set of structurally diverse
ester substrates. LAE1, LAE3, LAE4, and LAE6 were the hydrolases characterized by the widest substrate spectrum. Reaction conditions (30°C and pH 7.2) and
activity parameter determinations were as described in Table 1 and the legend to Fig. 2. M2Cl3HP, methyl-2-chloro-3-hydroxypropionate.
FIG 4 Clustering of substrate spectrum profile of Lake Arreo enzymes and
commercial preparations, applying the Pearson’s correlation to calculate the
distances. Hierarchical clustering was derived from binomial distribution
based on the presence or absence of activity against particular substrates (ac-
tivity data not shown), measured as described in Table 1, using 2-g protein
extracts.
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enzymes to that of commercially available and most common es-
terases and lipases. Here, we used five esterase/lipase commercial
preparations, namely, Novozym 735 (lipase CalA from Candida
antarctica), Novozym CALB L (lipase CalB from C. antarctica),
Lipolase 100L (lipase from Thermomyces lanuginosa), Lipozyme
RM-Novozym 388L (lipase from Rhizomocur miehei), and lipase
from Alcaligenes sp. Lipase from Rhizopus oryzae, obtained and
prepared as described elsewhere (28), was also added to the study.
The clustering analysis, generated from a binomial distribution
based on the presence or absence of activity (at 30°C and pH 7.2)
against the set of 101 different esters used here (Fig. 4), suggested
that six of the Arreo Lake / hydrolases were functionally closer
to each other than to the other preparations which clustered to-
gether. Lipases from Rhizopus oryzae and Rhizomocur miehei also
showed similar profiles and clustered together with lipases fromT.
lanuginosa and CalA from C. antarctica. Interestingly, the lipase
LAE6 clusters more closely with the lipase CALB L from C. ant-
arctica, with both forming a separate group, which further indi-
cates that both enzymes possess similar substrate spectra; this is of
special significance, as Novozym CALB L is one of the most com-
mon commercially available lipases (Novozymes A/S, Bagsvaerd,
Denmark). However, some minor differences were observed: (i)
LAE6 hydrolyzed tri-O-acetyl-D-glucal (9.9 U/mg) and methyl
4-bromobenzoate (9.6 U/mg), for which no activity with CalB was
detected, and (ii) CalB hydrolyzed methyl 2-bromopropionate
(0.74 U/mg), for which negligible activity was found for LAE6.
This suggests structural factors as determinants for substrate spec-
ificity when comparing both lipases.
To analyze the sequence similarity of known commercial and
newly discovered esterases/lipases belonging to different families,
a dendrogram was created in MEGA5 (56) by the maximum-like-
lihood algorithms (Fig. 5). The dendrogram was further used to
evaluate whether the placing of the different enzymes in the phy-
logenetic tree was related to their placing in the activity profile-
based tree (Fig. 4). The sequences of reference and commercial
esterases were obtained from the NCBI and PDB databases. The
protein sequences were aligned by MUSCLE (57) and edited man-
ually in JalView 2.5.1 (58), correlating with the alignment quality
histogram. Due to an extreme diversity of selected sequences of
enzymes, some of which were bacterial (PDB and Lake Arreo se-
quences) and others fungal (5 out of 6 sequences of commercial
enzymes), the final alignment was reduced to 161 amino acid res-
idues by removal of ambiguously aligned regions constituting
70% of the initial alignment. Analysis of the alignment by MEGA5
suggested WAGG as the best evolutionary model. Robustness of
the dendrogram was analyzed by the Bootstrap analysis based on
100 replicates of the initial data set. As shown in Fig. 4 and 5, we
made the following observations: (i) commercial lipases CalA, Li-
polase 100L, Lipozyme RM, Alcaligenes sp., and R. oryzae formed
a separate cluster at the sequence level, as was also found for the
activity clustering; (ii) similarly, lipases/esterases CalB, LAE4, and
LAE6 clustered together at both the sequence and activity levels,
which is of special significance considering the extreme diversity
of selected sequences; (iii) LAE1, LAE2, LAE5, and LAE7 formed a
separate group from LAE4 and LAE6 at both levels; and (iv) no
clear correlation between sequence and activity was observed for
LAE3. Accordingly, under the experimental setting applied here,
the results suggest that, to some extent, an association between the
phylogenetic/sequence positioning and the activity relationships
exists.
Analysis of metagenomic DNA fragments using genome
linguistics approach. Compositional similarity between the meta-
genomic fragments and the sequences of sequenced bacterial ge-
nomes and plasmids was analyzed by the comparison of
frequencies of tetranucleotides in DNA sequences. A comprehen-
sive analysis of the GOHTAM and BLAST analysis results is shown
in the supplemental material. Five studied metagenomic DNA
fragments containing genes encoding / hydrolases (excluding
the LAE6-containing contig 19, which was too short for the com-
positional analysis) shared a significant level of tetranucleotide
usage pattern similarity that indicated their origination from re-
lated organisms, which may be of Burkholderia/Ralstonia (Beta-
proteobacteria) and/or Rhizobium/Methylobacterium (Alphapro-
teobacteria) lineages. A search against the GOHTAM database
showed compositional similarities to multiple bacterial genomes,
plasmids, and phages. The protein blast of contig-encoded pro-
teins against plasmid proteins also showed many hits but no gene
syntenies. The DNA fragment (contig 2) containing LAE1 and
LAE2 enzymes is most similar to several plasmids from Cupriavi-
dus and Ralstonia, and it shares one major facilitator superfamily
(MFS_1) gene and an integrase fragment with a genomic island
from Ralstonia pickettii. Accordingly, we can conclude that this
fragment most likely is a mobilome associated with either a plas-
mid or an integrated genomic island of a betaproteobacterium
related to Cupriavidus and Ralstonia. Several genes of this frag-
ment share similarity with the corresponding genes of Arthrobac-
ter aurescens TC1 plasmid TC2 (NC_008713) and Shewanella bal-
tica OS155 plasmid pSbal01 (NC_009035). The DNA fragment
(contig 3) containing LAE3 enzyme shows some compositional
similarity to alphaproteobacterial Methylobacterium plasmids,
and it shares several genes with Nitrobacter hamburgensis X14
plasmid 1 (NC_007959). It also contains a gene for transposase
IS4. The DNA fragment (contig 4) containing LAE7 enzyme re-
FIG 5 Dendrogram of protein sequence similarity relationships between
newly identified and reference esterases/lipases. Enzyme families are depicted
according to the Arpigny and Jaeger classification (48).
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sembles betaproteobacterial Burkholderia phages and contains
phage major capsid proteins. The DNA fragment (contig 6) con-
taining LAE4 enzyme has weak but consistent compositional sim-
ilarity to alphaproteobacterial Rhizobium plasmids and multiple
blast hits against Rhizobium leguminosarum bv. trifolii WSM1325
plasmid pR132504 (NC_012852), Rhizobium leguminosarum bv.
trifolii WSM1325 plasmid pR132505 (NC_012854), Rhizobium
etli CFN 42 plasmid p42c (NC_007764), and Azospirillum sp.
strain B510 plasmid pAB510f (NC_013860). The DNA fragment
(contig 7) containing LAE5 enzyme shows weak compositional
similarity to the gammaproteobacterial Azotobacter genome and
alphaproteobacterial Azospirillum plasmids and weak but persis-
tent blast hits against several bacterial plasmids. The DNA frag-
ment (contig 19) containing LAE6 enzyme is too short for the
compositional analysis, but its genes are similar to those in the
alphaproteobacterial Sphingomonas sp. strain KA1 plasmid
pCAR3 (NC_008308). According to this analysis, DNA fragments
containing Lake Arreo esterases may be plasmids or plasmid-
borne genomic islands from proteobacteria, although contig 4,
containing LAE7, most likely is a prophage.
Taken together, in the present study an esterase-driven assay,
based on a well-established screen with -naphthyl acetate, was
used to identify hydrolytic activity in 10E. coli clones. These clones
harbor DNA plasmid fragments from a microbial community
from an evaporite karstic lake (Lake Arreo). Lake Arreo is one of
the few relatively deep (maximum depth [zmax]  24 m) karstic
lakes in Spain, and it developed in gypsum formations. Our study
of / hydrolases mined from Lake Arreo suggests that they dis-
play habitat-specific characteristics, and that cold-adapted or psy-
chrophilic proteobacteria occupy this ecological niche, with aver-
age temperatures ranging from 4.7 to 19.8°C, as they produced
low-temperature active and anion-activated enzymes with un-
usual substrate specificities. The production of highly promiscu-
ous hydrolases with broad substrate profiles may have important
metabolic and ecological implications, such as that the function of
these enzymes lies in substrate scavenging in low-temperature and
substrate-poor karstic environments. A more comprehensive
structural survey of enzymes from Lake Arreo, currently in prog-
ress, will determine whether or not this hypothesis is correct. Hav-
ing said that, recent developments for the production of esterase
and lipase improved commercial preparations have been
achieved, and many factors account for the cost-effective utiliza-
tion of esterases and lipases (2). This study provides experimental
evidence that enzymes from evaporite bacterial metagenomes are
of great interest for biotechnological processes, because they are
salt-tolerant and are active at low temperatures and against a
broad constellation of structurally diverse esters. This should be
further evaluated and analyzed with commercial preparations un-
der application conditions in a plethora of reactions according to
the substrate specificity reported here. For example, preliminary
tests confirmed that LAE6 preparations had performed well for
esterification and transesterification reactions of sucrose with
methyl and vinyl esters in several organic solvents; also, LAE3
preparations have been found preliminarily to be suitable for the
production of enantiomers, such as (R)-mandelic acid, for syn-
thetic purposes. Finally, this study may open research avenues
into comparative catalysis models and structural-functional stud-
ies and confirms the necessity of isolating and characterizing new
enzymes from environmental metagenomes.
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Este segundo capítulo se centra en la identificación y caracterización de nuevas hidrolasas de la super-
familia de las α/β-hidrolasas, altamente promiscuas. En particular, las enzimas se han aislado de dos fuentes:
i) una librería de clones metagenómicos de comunidades microbianas presentes en una muestra de agua
marina del Mar de Barents (Isla de Kolguev), contaminada con hidrocarburos; y ii) una bacteria degradadora
de compuestos aromáticos policíclicos (Cycloclasticus sp. ME7). Para ello se han utilizado técnicas
metagenómicas y genómicas para la identificación de marcos de lectura abiertas que codifican las enzimas
de interés. Posteriormente se han empleado técnicas de biología molecular para la expresión en la bacteria E.
coli de los genes que codifican las enzimas de interés, así como la posterior producción a pequeña escala y
purificación con la ayuda de colas de 6-histidinas. El empleo de técnicas bioquímicas, incluidos ensayos
espectrofotométricos para la determinación de parámetros óptimos, especificidad de sustrato y cálculo de
actividades específicas y constantes cinéticas, permitió posteriormente la caracterización de las mismas. Se
han realizado estudios comparativos a nivel de secuencia. Finalmente, y a diferencia del capítulo anterior, se
han realizado experimentos de mutagénesis dirigida y cristalización para la búsqueda de residuos que
proporcionen capacidades altamente promiscuas.
De forma resumida, en este estudio se describen dos hidrolasas de la super-familia de las α/β-hidrolasas
obtenidas tras rastrear con un sustrato modelo (acetato de naftilo) una librería de 14,000 fagos lambda (48
Gpb) de una muestra de agua marina del Mar de Barents. Pese a que las enzimas mostraban homología con
esterasas y lipasas descritas en las bases de datos (50-70%), a nivel estructural también presentaban
homología (22-28%) con hidrolasas que actúan sobre enlaces C-C, en particular, aquellas que actúan sobre
derivados de la degradación de bifenilo (2-hidroxi-6-oxo-6-fenilhexa-2,4-dienoato; HOPHD) y catecol (2-
hidroxi-6-oxohepta-2,4-dienoato; HOHD). La caracterización bioquímica de ambas enzimas reveló la
capacidad de las mismas para hidrolizar, en diferente escala, un amplio espectro de sustratos que incluyen 35
ésteres diferentes (derivados de p-nitrofenilo, triglicéridos, ésteres de ácidos grasos halogenados y no
halogenados, ésteres aromáticos, ésteres de carbohidratos y ácido cinámico, y lactonas), así como HOPHD y
HOHD, hecho éste inédito en la literatura. Posteriormente esta amplia promiscuidad se demostró que ocurría
en otras hidrolasas similares, en particular en 3 hidrolasas de la bacteria Cycloclasticus sp. ME7. El análisis
estructural y la realización de mutagénesis dirigida en residuos cercanos al centro activo permitió la
identificación de tres residuos (S32, V130 y W144) capaces de modular la especificidad de sustrato inusual
de una de estas proteínas, CCSP0084.
Los resultados presentados en este capítulo arrojan nueva luz sobre la diversidad entre los miembros de
la familia de hidrolasas /, y proporciona información para mejorar la anotación de proteínas en las bases
de datos, y estudios de catálisis comparativa y estudios de modelos evolutivos. Los resultados pueden abrir
nuevas vías de investigación relacionadas con la búsqueda de motivos que proporcionen capacidades
altamente promiscuas. Las enzimas similares a las descritas en este Capítulo y que aparecen recogidas en la
bibliografía presentan poco interés industrial y biotecnológico debido a su restringida especificidad de
sustrato, ya que solo son capaces de hidrolizar HOHD and HOHPD. Sin embargo, las enzimas identificadas
en este trabajo poseen un alto grado de promiscuidad siendo capaces de resolver múltiples transformaciones
de interés industrial, como resoluciones quirales y transformación de lactonas. Finalmente, el estudio sugiere
que las condiciones ambientales, y en particular la actividad antropogénica, pueden favorecer procesos
evolutivos que hacen que, a través de mutaciones puntuales, las enzimas puedan modificar su especificidad
de sustrato para acceder a nuevas moléculas introducidas de forma antropogénica en el medio ambiente.
El CD adjunto a esta Memoria contiene Material Suplementario relacionado con este Capítulo.
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Single residues dictate the co-evolution of dual esterases: MCP hydrolases
from the α/β hydrolase family
Mar´ıa ALCAIDE*1, Jesu´s TORNE´S*1, Peter J. STOGIOS†, Xiaohui XU†, Christoph GERTLER‡, Rosa DI LEO†, Rafael BARGIELA*,
A´lvaro LAFRAYA*, Mar´ıa-Eugenia GUAZZARONI*2, Nieves LO´PEZ-CORTE´S*, Tatyana N. CHERNIKOVA‡, Olga V. GOLYSHINA‡,
Taras Y. NECHITAYLO§, Iris PLUMEIER‖, Dietmar H. PIEPER‖, Michail M. YAKIMOV¶, Alexei SAVCHENKO†1,3,
Peter N. GOLYSHIN‡1,3 and Manuel FERRER*1,3
*Spanish National Research Council (CSIC), Institute of Catalysis, 28049 Madrid, Spain, †Department of Chemical Engineering and Applied Chemistry, University of Toronto, Toronto,
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Several members of the C-C MCP (meta-cleavage product)
hydrolase family demonstrate an unusual ability to hydrolyse
esters as well as the MCPs (including those from mono-
and bi-cyclic aromatics). Although the molecular mechanisms
responsible for such substrate promiscuity are starting to emerge,
the full understanding of these complex enzymes is far from
complete. In the present paper, we describe six distinct α/β
hydrolases identified through genomic approaches, four of which
demonstrate the unprecedented characteristic of activity towards
a broad spectrum of substrates, including p-nitrophenyl, halo-
genated, fatty acyl, aryl, glycerol, cinnamoyl and carbohydrate
esters, lactones, 2-hydroxy-6-oxo-6-phenylhexa-2,4-dienoate and
2-hydroxy-6-oxohepta-2,4-dienoate. Using structural analysis
and site-directed mutagenesis we have identified the three residues
(Ser32, Val130 and Trp144) that determine the unusual substrate
specificity of one of these proteins, CCSP0084. The results
may open up new research avenues into comparative catalytic
models, structural and mechanistic studies, and biotechnological
applications of MCP hydrolases.
Key words: C-C bond, carboxylesterase, hydrolase, meta-
cleavage, metagenomics, promiscuity.
INTRODUCTION
MCP (meta-cleavage product) hydrolases from the α/β hydrolase
family hydrolyse C-C bonds of vinylogous 1,5-diketones
[1]. They have been shown to possess a strict substrate
specificity restricted to the catabolism of diverse ring fission
products of aromatics. Therefore, they represent a bottleneck
for aerobic catabolism of aromatics by bacteria [2]. Most
MCP hydrolases can be classified into three groups on the
basis of substrate specificity [1]. Group I and II hydrolases
preferentially cleave fission products of bicyclic [i.e. HOPHD
(2-hydroxy-6-oxo-6-phenylhexa-2,4-dienoate)] and monocyclic
[i.e. HOHD (2-hydroxy-6-oxohepta-2,4-dienoate)] aromatics
respectively, whereas group III prefer heteroaromatics. However,
enzymes from Sphingomonas sp. strain RW1 [3], and the
three best characterized enzymes BphDLA-4 and MfphALA-4, from
Dyella ginsengisoli LA-4 [4,5], and BphD, from Burkholderia
xenovorans [6,7], possessed intermediate features. MfphA
preferred (390-fold) HOHD as compared with HOPHD, whereas
BphDLA-4 and BphD preferentially hydrolysed HOPHD (427 and
4600-fold respectively).
Research on the reaction mechanism of MCP hydrolases has
unambiguously revealed that the catalytic process occurs via a
covalent mechanism of catalysis at the carbonyl carbon of an
α/β-unsaturated system by generating a serinate for nucleophilic
attack [6,7]. However, it is still a challenge to tune the substrate
specificity of MCP hydrolases, especially interchanging MCP
hydrolases from groups I and II, as it has been presumed that
the substrate specificity may be affected by multiple residues [5].
In this context, MCP hydrolases have been described as having
three distinct regions in their active site, a hydrophilic P-region
(proximal to the presumed entrance to the substrate-binding
channel), a hydrophobic D-region (distal to the entrance) [8–11]
and an NP subsite [5]. The P-region contains highly conserved
residues mediating interactions with the hydrophilic/dienoate
end of the substrates, whereas the D-region is more variable
and interacts with hydrophobic C6 substrates in a group I- or
group II/III-specific manner. Analysis of the crystal structure
of BphD further indicates that the NP subsite is involved in
binding the phenyl ring of the substrates [5]. Some recent
investigations have suggested a number of residues, among these
three distinct regions, that may play a key role in determining
substrate specificity, either by reshaping the active pocket or by
modulating the orientation of the substrate. Indeed, five active-site
residues are conserved in all of the MCP hydrolases characterized
(including the CCSP0084, CCSP0528 and CCSP2178 proteins
Abbreviations used: HOHD, 2-hydroxy-6-oxohepta-2,4-dienoate; HOPHD, 2-hydroxy-6-oxo-6-phenylhexa-2,4-dienoate; MCP, meta-cleavage product;
αNA, α-naphthyl acetate; NCBI, National Center for Biotechnology Information; PAH, polycyclic aromatic hydrocarbon; pNP, p-nitrophenyl.
1 These authors contributed equally to this work.
2 Present address: Universidade de Sa˜o Paulo, Faculdade de Filosofia Cieˆncias e Letras de Ribeira˜o Preto, Departamento de Quı´mica, Avenida
Bandeirantes 3900 Monte Alegre, 14049-901 Ribeirao Preto, SP, Brasil.
3 Correspondence may be addressed to these authors (email alexei.savchenko@utoronto.ca, p.golyshin@bangor.ac.uk or mferrer@icp.csic.es)
The nucleotide sequence data reported for fosmid clones and sequences of Cycloclasticus sp. ME7 hydrolases will appear in the DDBJ, EMBL,
GenBank® and GSDB Nucleotide Sequence Databases under accession numbers JX133669, JX133670, JX133672–JX133675.
The structural co-ordinates reported for Cycloclasticus sp. ME7 CCSP0084 α/β hydrolase will appear in the PDB under accession code 4I3F.
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characterized in the present study), but not in other α/β-
hydrolases (including the K_05-6, K_06-5 and CCSP0211
proteins characterized in the present study): Arg180, Asn103, Phe162,
Cys256 and Trp259 (CCSP0084 numbering; see Supplementary
Table S1 at http://www.biochemj.org/bj/454/bj4540157add.htm);
however, replacement of any of the five residues reduces the
rate of C-C bond hydrolysis in BphD [6,7], indicating that these
residues are primarily involved in substrate recognition and their
role in substrate preference could not be unambiguously defined.
Mutations at residues in the P-region (i.e. Leu140 and Trp144 in
CCSP0084) have been suggested to undergo large conformational
changes in the catalytic cycle, although available crystal structures
are insufficient to clarify their role in substrate preference [12].
Residue Ser32 (CCSP0084 numbering), which forms the putative
oxyanion hole, has been shown to modulate the characteristics of
the MCP hydrolase CumD, but it is not involved in determination
of substrate specificity [13]. Phe162 and Arg180 (CCSP0084
numbering) in MhpC, located in the lid domain, are involved
in substrate binding, but do not affect the recognition of MCP-
substrate-containing phenyl groups [14]. Finally, computational
design and characterization of novel MfphA–BphD hybrids,
created by domain swapping, have demonstrated that residue
Trp144 (CCSP0084 numbering) in the NP subsite may affect the
orientation of the substrate through steric hindrance with the
aromatic ring of HOPHD [5].
In addition to the ability to hydrolyse fission products of bicyclic
and monocyclic aromatics, four MCP hydrolases have been
also shown to mediate C-O bond hydrolysis in vitro, including
BphDLA-4 and MfphALA-4 from Dyella ginsengisoli LA-4 [4,5],
MhpC from Escherichia coli [15,16] and BphD [6,7]. MfphALA-4
is able to hydrolyse HOHD, HOPHD and the ester pNP (p-
nitrophenyl) butyrate; BphDLA-4 additionally hydrolyses the ester
analogue pNP benzoate; MhpC is able to hydrolyse ethyl adipate,
thioethyladipate and ethyl 2-hydroxypentadienoate; and BphD
catalyses the hydrolysis of HOPHD and pNP benzoate. The fact
that both C-O and C-C substrates are chemically distinct may
reflect differences in the mechanisms of hydrolysis, in agreement
with the versatility of the catalytic triad in MCP hydrolases [6,7].
Differences in the esterase/thioesterase/MCP hydrolase catalytic
function of MhpC have been reported by site-directed mutagenesis
[16]. Thus mutations at residues Phe162 (CCSP0084 numbering),
located in the lid domain, and Trp259 (CCSP0084 numbering) to
a minor extent, caused decreased C-C cleavage activity while
increasing the catalytic preference for thioesterase activity. This
agrees with previous observations that both residues differentially
affected the recognition of aromatic rings in MCP substrates
[5].
In summary, although the catalytic mechanism in MCP
hydrolases have been clarified and mutagenic studies have been
useful to unravel the various residues that underpin substrate
recognition, the finer details that dictate the co-evolution of MCP
hydrolases from groups I and II/III as well as the co-evolution
of dual esterase and MCP hydrolase activities in single proteins
remain unclear. This last point is of special significance given
that both enzymes share in many cases a high motility region,
the lid domain, that has been shown to play a significant role in
determining activity, selectivity and stability both in esterases and
MCP hydrolases [5]. The purpose of the present study is two-fold:
(i) to elucidate and compare the properties of novel α/β hydrolases
with broad substrate specificity, that include the unusual ability to
hydrolyse fission products of bicyclic and monocyclic aromatics
as well as esters; and (ii) to suggest the molecular features
responsible for the activity against an exceptional array of
substrates. We believe that our study supports, for first time, that
single mutations at a limited number of residues is a mechanism
by which dual esterolytic/MCP hydrolytic phenotypes may evolve
in single α/β hydrolases.
MATERIALS AND METHODS
General methods and GenBank® accession numbers
Full descriptions of the methods used for the ‘naı¨ve’ activity
screen, gene cloning, site-directed mutagenesis and protein ex-
pression and purification are available in the Supplementary Ma-
terials and methods section (at http://www.biochemj.org/bj/454/
bj4540157add.htm). DNA sequences of fosmid clones and
sequences of Cycloclasticus sp. ME7 hydrolases were deposited
in GenBank® under accession numbers JX133669, JX133670,
JX133672–JX133675.
Biochemical assays
Esterase activity using pNP esters were assayed at 410 nm as
described previously [17], but the buffer used was 40 mM Hepes,
pH 7.0. Esterase activity using structurally diverse esters other
than pNP esters was determined at 540 nm using Phenol Red as a
pH indicator and 5 mM Hepps, pH 8.0, as described by Janes et al.
[18], with slight modifications [17]. MCP hydrolase activity using
freshly prepared HOPHD and HOHD [19–21] was measured
at 388 or 434 nm [19,20] respectively in reaction mixtures
containing 50 mM potassium/sodium phosphate, pH 7.5.
For determination of kinetic parameters, these were calculated
by non-linear curve fitting from the Lineweaver–Burk plot using
GraphPad Prism software (version 4.00). Each well contained
0.388–0.882 μM enzyme solution and 0.012–100 mM ester
substrate [from a stock solution in acetone (for pNP esters) or
acetonitrile (for esters others than pNP esters)] or 0.01–0.2 mM
HOPHD or HOHD (from a 0.2 mM stock solution). For specific
activity determinations of CCSP0084 wild-type and mutants
using butyl acetate, pNP propionate, HOPHD and HOHD, the
following conditions were used, using 2 μg of pure enzymes.
For butyl acetate, reaction mixtures contained 2 mM substrate
(from a 200 mM stock solution in acetonitrile), 0.45 mM Phenol
Red and 2.5% acetonitrile (v/v) in 5 mM Hepps, pH 8.0. For
pNP propionate, reactions contained 0.8 mM pNP ester (from
a 80 mM stock solution in acetone) in 20 mM Hepes, pH 7.0.
For determination of activity towards HOHD and HOPHD,
reactions contained 50 mM potassium/sodium phosphate, pH 7.5,
and 0.2 mM HOPHD or HOHD.
If not stated otherwise, reactions were followed at 40 ◦C every
2 min for a total time of 15 min (except for highly hydrolysed
substrates, with which 1 min incubations and 0.2 min intervals
were used), in 96-well microtitre plates (total volume of 200 μl)
on a Synergy HT Multi-Mode Microplate Reader (BioTek).
One unit of enzyme activity was defined as the amount of
enzyme hydrolysing 1 μmol of substrate in 1 min under the assay
conditions. In all activity assays, three independent experiments
were performed for each parameter, substrate and enzyme,
and graphs were plotted using the means +− S.D. It should be
highlighted that all values were corrected for non-enzymatic
hydrolysis (background rate).
The optimal pH and temperature were determined according
to specific activity determinations using pNP propionate as
described above. pH values between 4.0 and 9.0 and temperatures
between 4 and 70 ◦C were tested. All of the following buffers
were tested at 40 mM: sodium citrate (pH 4.0–4.5), sodium
acetate (pH 5.0–6.0), Mes (pH 5.5–6.0), Hepes (pH 7.0–8.0),
Pipes (pH 6.0–7.0), potassium/sodium phosphate (pH 7.5), Tris/
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HCl (pH 8.5) and glycine (pH 9.0–9.5). The pH was always
adjusted at 25 ◦C in all cases. The pH and temperature profiles
were obtained at 40 ◦C and pH 7.0 respectively.
CCSP0084 purification, crystallization and structure determination
The CCSP0084 enzyme was expressed and purified according
to the procedures described by Lai et al. [22]. The His6-
tagged enzyme was crystallized by the sitting drop method using
Intelliplate 96-well plates and a mosquito® liquid handling robot
(TTP LabTech), which mixed 0.5 μl of protein at 17 mg/ml and
0.5 μl of reservoir solution. The reservoir solution was 0.1 M
Hepes, pH 7.5, 0.2 M magnesium chloride and 25% (w/v) PEG
[poly(ethylene glycol)] 3350. The crystal was cryo-protected with
reservoir solution supplemented with paratone-N oil prior to flash
freezing in an Oxford Cryosystems cryostream. Diffraction data
were collected at 100 K and the Cu-Kα wavelength was collected
at the Structural Genomics Consortium (Toronto) using a Rigaku
FR-E Superbright rotating anode with a Rigaku R-AXIS HTC
detector. Diffraction data were reduced with XDS [23] and Scala
[24] to a high resolution limit of 1.69 Å (1 Å = 0.1 nm).
The structure was determined by Molecular Replacement
using a search model of the CCSP0084 sequence, based on
the structure of the MCP hydrolase CumD (PDB code 1UK8)
[25], generated by the Phyre2 fold recognition server (http://
www.sbg.bio.ic.ac.uk/phyre2/html/page.cgi?id = index) and us-
ing Phenix.phaser [26]. The structure was manually inspected and
modified with Coot [27] and refined with Phenix.refine [28]. B-
factors were refined as anisotropic for protein atoms and isotropic
for non-protein atoms. TLS (Translation–Libration–Screw-
rotation) parameterization groups corresponding to residues
0–131, 132–189 and 190–282 were added, as determined
by the TLSMD server [29]. Water atoms were added using
Phenix.refine, Coot and manual inspection; ions were added using
manual inspection. The suitability of Ramachandran angles were
validated with Phenix and the PDB Validation Server {residues
in most favoured regions: 91.4%, additionally allowed; 8.2%,
generously allowed; 0.4%, disallowed (corresponds to catalytic
Ser104 in the strained turn/nucleophilic elbow structure, conserved
in α/β hydrolases [30]}. The final atomic model includes residues
1–282 of the enzyme, plus an extra N-terminal glycine residue
(residue 0) from the expression vector. Cys70 appears to have
been covalently modified and the nature of the modification could
not be identified and therefore was not modelled. This residue
is far from the active site and is not thought to be functionally
important.
Electrostatic surface representation of the crystal structure of
CCSP0084 was calculated using the PDB2PQR server [31], using
the AMBER forcefield and otherwise default settings. Multiple
sequence alignments were conducted using the ClustalW2
tool (http://www.ebi.ac.uk/Tools/msa/clustalw2/), integrated into
BioEdit 7.0.9.1 software [32] and Geno3D [33]. The final structure
and structural factors were deposited into the PDB under the
accession code 4I3F.
RESULTS AND DISCUSSION
Molecular and biochemical features of two dual ester/MCP
hydrolases from community genomes
Subsets of 14 000 phage clones from the metagenomic library
of Kolguev Island (created from crude-oil enrichment cultures
established with sea water at sampling point 68.45 N 49.2 E)
[34], which harbours nearly 48 Gbp of community genomes were
scored for their ability to hydrolyse αNA (α-naphthyl acetate) and
indoxyl acetate [35]. Two positive clones, designated k_05
and k_06, were identified as being active against both substrates.
The inserts of k_05 (9087 bp) and k_06 (6636 bp) were
sequenced, analysed and compared with the sequences available
in the NCBI (National Center for Biotechnology Information)
non-redundant public database [36,37]. Among the encoded 11
(in k_05) and six (in k_06) predicted protein-encoding genes, two
predicted esterases with the α/β hydrolase fold were identified,
which were named based on the source fragment ID number and
the number of the corresponding open reading frame: K_05-6 and
K_06-5.
BLAST searches of the NCBI non-redundant database with the
protein sequence of K_05-6 (319 amino acids; molecular mass
35 487 Da; pI 5.04) and K_06-5 (316 amino acids; molecular mass
34 301 Da; pI 8.44) showed high identity (up to 50/25%) and
similarity (up to 70/36%) with various gammaproteobacterial
and betaproteobacterial carboxylesterases and lipases (Figure 1)
respectively. Both enzymes can be classified in the microbial HSL
(hormone-sensitive lipase/esterase) family V type, described by
Arpigny and Jaeger [38], and contained a -GxSxG- motif and
presumptive Ser-Asp-His catalytic triads (Supplementary Table
S1). A BLAST search against the PDB database further implied
that K_05-6 and K_06-5 are also structurally most similar to
the group I MCP hydrolases MhpC (PDB code 1U2E) [11],
CarC (PDB code 1J1I) [10], CumD (PDB code 1UK6) [9,12]
and BphD (PDB code 2RHT) [39–41] with pairwise sequence
identities between 22–28%, although both K_05-6 and K_06-
5 formed separate clusters at the sequence level (Figure 1).
Instead, they were closer to carbon-heteroatom hydrolases from
the heterogeneous group IV [1].
After expression in E. coli and purification, kinetic parameters
were determined for K_05-6 and K_06-5 against a battery of
35 structurally diverse esters (for esterolytic activity) and the
two ring cleavage products HOHD and HOPHD (for MCP
hydrolytic activity). Both enzymes were able to efficiently
hydrolyse pNP esters ranging from acetate to decanoate (but not
longer esters), with pNP octanoate being the preferred substrate
(Figure 2 and Supplementary Figure S1 at http://www.biochemj.
org/bj/454/bj4540157add.htm); however, whereas the current
analysis also confirmed activity of K_05-6 on methyl-bromo-
isobutyrate, methyl-bromo-acetate, methyl caproate, ethyl
butyrate and tributyrin, no other esters tested were hydrolysed
by K_06-5. Conversion of both MCP substrates was also evident
(Figure 2 and Supplementary Figure S1). According to catalytic
efficiencies for the best ester and MCP substrates, under our
experimental conditions, K_05-6 showed similar activity of MCP
hydrolytic to esterolytic activity (ratio ∼1), whereas K_06-5 was
characterized by a higher ratio of MCP hydrolytic to esterolytic
activity (∼8.5). In addition, although the K_05-6 enzyme
prefers the HOHD substrate, K_06-5 prefers HOPHD (Figure 2).
Temperature and pH optima, under our experimental conditions,
are provided in Supplementary Table S2 (at http://www.biochemj.
org/bj/454/bj4540157add.htm).
Cycloclasticus sp. ME7 as a case: exploring substrate specificity of
other α/β hydrolases
Members of the genus Cycloclasticus (Gammaproteobacteria,
Piscirickettsiaceae) have been identified as key micro-organisms
for the aerobic breakdown of PAHs (polycyclic aromatic
hydrocarbons) [42]. The genus name refers to its ‘ring-breaking’
activity, i.e. its ability to degrade the PAH ring to form simpler
products [43]. A ‘Mediterranean’ species, named Cycloclasticus
sp. strain ME7, has been isolated from contaminated sediments
c© The Authors Journal compilation c© 2013 Biochemical Society
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Figure 1 The unrooted circular neighbour-joining tree indicating phylogenetic positions of polypeptide sequences of enzymes characterized in the present
study (in bold) and reference hydrolases
GenBank® and PDB accession numbers are indicated in brackets. For dendogram construction details, see the Supplementary Materials and methods section (at http://www.biochemj.org/bj/454/
bj4540157add.htm). Clusters GIV and GIII include GIV-DhlA XAGJ10 (M26950), GIV-Eph COC12 (AJ224332), GIV-EphX2 HS (L05779), GIV-Nap BS168 (AB001488), GIV-PcaD ACADP1 (L05770),
GIV-CatD ACADP1 (AF009224) and GIII-NahN PSAN10 (AF039534), GIII-XylF PSpWW0 (M64747), GIII-DmpD PSCF600 (X52805), GIII-AtdD ACYAA (AB008831), GIII-McbF RAJS705 (AJ006307),
GIII-TecF BUPS12 (U78099) and GIII-TodF PSF1 (Y18245) respectively, where the code in parentheses is the accession number. Scale bar represents 0.2 substitutions per position. MCP hydrolase
(groups I, II, III and IV) and lipase/esterase (Family V and VI) families are depicted according to the Herna´ez et al. [1] and Arpigny and Jaeger [38] classifications respectively. MCP hydrolases which
have been shown to hydrolyse both fission products of bicyclic and/or monocyclic aromatics as well as esters in vitro are boxed.
of the Messina (Italy) harbour and its genome sequenced (NCBI
accession number CP005996). Four (CCSP0084, CCSP0211,
CCSP0528 and CCSP2178) out of six genes encoding potential
α/β hydrolases that share significant homology with the K_05-6
and K_06-5 proteins (31% amino acid sequence identity), were
cloned, expressed and biochemically characterized; all four E. coli
clones expressing those genes demonstrated esterase activity on
agar plates containing αNA as a substrate.
BLAST searches against the PDB revealed that CCSP0528
(287 amino acids; molecular mass 32 498 Da; pI 5.78) is most
closely related to BphD from the Rhodococcus jostii RHA1 (PDB
1C4X; 56% identity and 76% similarity) [44]. The sequence of
CCSP0084 (282 amino acids; molecular mass 31547 Da; pI 5.36)
most closely matches the sequence of CumD (PDB 2D0D; 38%
identity and 59% similarity) [9]. The sequence of CCSP2178
(282 amino acids; molecular mass 31354 Da; pI 5.37) best
matches the sequence of BphD from Burkholderia xenovorans
LB400 (PDB 2PUH; 62% identity and 78% similarity) [41].
Finally, CCSP0211 (223 amino acids; molecular mass 24190
Da; pI 4.66) is most similar to the carboxylesterase PA3859
from Pseudomonas aeruginosa (PDB 3CN7; 41% identity, 55%
similarity) [45]. In addition, CCSP0084, CCSP0211, CCSP0528
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Figure 2 Substrate profiles of the wild-type α/β hydrolases from Kolguev Island metagenome and Cycloclasticus sp. ME7 against a set of structurally diverse
esters and ring fission products
The catalytic efficiencies (k cat/K m) were calculated as described in the Materials and methods section in triplicate at 40◦C, and 20 mM Hepes, pH 7.0 (for pNP esters), 5 mM Hepps, pH 8.0 (for
esters others than pNP esters), and 50 mM potassium/sodium phosphate, pH 7.5 (for HOHPD and HOHD). Mean values are given with the standard deviations. Note: grey-filled bars indicate those
substrates whose catalytic efficiencies are significantly much higher and thus the values given are in min− 1 · M− 1 instead of s− 1 · M− 1. For significantly low data, a scaled-up insert is provided.
and CCSP2178 share 31, 37, 53 and 53% amino acid sequence
identity with K_05-6 and 57, 44, 66 and 47% with K_06-5.
Presumptive catalytic triads of all four hydrolases were identified,
which are listed in Supplementary Table S1. The positioning of
the four sequences was examined in a phylogenetic tree. As shown
in Figure 1, we made the following observations: (i) CCSP0084,
CCSP0528 and CCSP2178 cluster together with group I MCP
hydrolases [1]; and (ii) CCSP0021 forms a separate group, most
closely related to K_06-5 at the sequence level than to any
known MCP hydrolase. Moreover, sequence analysis confirmed
that CCSP0211 belongs to the lipase/esterase family VI [38]; with
a molecular mass in the range 23–26 kDa, the enzymes in Family
VI are among the smallest esterases known [38], in agreement
with the theoretical molecular mass of CCSP0211, which is the
smallest (24.2 kDa) among the hydrolases described in the present
paper.
All purified Cycloclasticus sp. ME7 proteins exhibit significant
activity (for optimal parameters, see Supplementary Table S2)
towards pNP esters ranging from acetate to butyrate, but not longer
esters (Figure 2 and Supplementary Figure S1). CCSP0528 is
unable to hydrolyse any of the 30 esters that were tested further.
In contrast, the CCSP2178 enzyme hydrolyses phenyl acetate,
methyl caproate, methyl ferulate, methyl (R)-( − )-mandelate and
three halogenated fatty acid esters; methyl ferulate was the
preferred substrate (Figure 2 and Supplementary Figure S1). The
CCSP0084 enzyme shows considerable activity towards phenyl
acetate, butyl acetate, triacetin and geranyl acetate; pNP acetate
was thus the preferred substrate. Finally, CCSP0211 exhibits
remarkable activity towards a set of 21 out of 30 additional
ester substrates tested (Figure 2 and Supplementary Figure S1),
including four halogenated fatty acid esters, three cinnamoyl-like
esters, two carbohydrate esters, two lactones, two triacylglycerols,
three alkyl esters [including ( + )-methyl-D-lactate] and two aryl
esters [including methyl (R)-( − )-mandelate]; geranyl acetate
is the preferred substrate. Note that it is both CCSP2178 and
CCSP0211 were also enantio-selective as no appreciable activity,
under our assay conditions, was detected for methyl (S)-( + )-
mandelate (for CCSP2178 and CCSP0211) and ( − )-methyl-L-
lactate (for CCSP0211).
Enzymes CCSP0084, CCSP0528 and CCSP2178 also exhibit
significant activity towards both HOHD and HOPHD (Figure 2
and Supplementary Figure S1), with activity ratios of ∼8.6,
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∼0.34 and ∼0.005 respectively. Along with esters, CCSP0211 is
unable to hydrolyse HOHD, but it hydrolyses HOPHD (Figure 2
and Supplementary Figure S1). Considering the best MCP and
ester substrates, CCSP2178 and CCSP0528 showed an improved
ratio of MCP hydrolytic to esterolytic activity (∼14.3 and
∼3.2 respectively), whereas CCSP0211 and CCSP0084 did show
preference for esterolytic activity (ratio of ∼0.06 and ∼0.2
respectively).
On the basis of these results, CCSP0084, CCSP0211,
CCSP0528 and CCSP2178 could all be considered as MCP
hydrolases with broad substrate specificity, similar to the K_05-6
and K_06-5 proteins (a schematic representation of the substrates
being hydrolysed is further provided in Supplementary Figure S2
at http://www.biochemj.org/bj/454/bj4540157add.htm). More-
over, whereas CCSP0528 and K_06-5 exhibit the most restrictive
substrate range, CCSP0211, CCSP2178 and K_05-6 have broader
substrate specificity, which is unprecedented as compared with
other previously reported esterases and MCP hydrolases of
the α/β hydrolase fold [4–7,15,16]. Indeed, the present study
demonstrated the capacity of a ‘presumptive’ (on the basis of
BLAST similarities) carboxylesterase such as CCSP0211 to
perform both esterase and MCP hydrolase activities, in agreement
with the fact that family VI esterases have been demonstrated
to show wide substrate specificity [17,38]. Additionally, five
‘presumptive’ (according to BLAST and/or PDB similarities)
MCP hydrolases, K_05-6, K_06-5, CCSP0084, CCSP0528
and CCSP2178, were also shown to posses a similar dual
character, albeit they differ in their specific substrate profiles.
This in turns suggests that ‘presumptive’ homologous MCP
hydrolases may be highly efficient carboxylesterases with unusual
and exceptionally broad substrate specificity; however, further
experimental evidence is required to test this hypothesis.
Degradation of monocyclic and bicyclic fission products was
shown to be preferably supported by K_05-6/CCSP0084 and
K_06-5/CCSP0211/CCSP2178-related sequences respectively,
whereas sequences similar to CCSP0528 may be equally efficient
for both. Noteably, the results of the present study suggest that
no clear association exists between the phylogenetic/sequence
positioning (Figure 1) and the activity relationships (Figure 2).
However, we noticed that all previously described MCP
hydrolases capable of mediating C-O bond hydrolysis in vitro
are positioned within the Group I, where three of our enzymes are
also clustered.
Structural analysis of Cycloclasticus sp. ME7 CCSP0084
To gain more molecular insight into the activity of the
Cycloclasticus sp. ME7 α/β-hydrolases, we determined
the crystal structure of the CCSP0084 enzyme (Supplementary
Table S3 at http://www.biochemj.org/bj/454/bj4540157add.htm).
An attempt at crystallizing CCPS0211, CCSP0528 and
CCSP2178 was carried out, but no crystals of sufficient quality
were obtained for these enzymes. The CCSP0084 crystal structure
was determined to 1.69 Å resolution and was solved by Molecular
Replacement using the structure of MCP hydrolase CumD
(PDB 1UK8). Structural analysis confirmed that CCSP0084
adopts the α/β hydrolase fold typical of other enzymes in this
class (Figure 3A) with the core α/β domain and an additional
4 α-helical subdomain (spanning residues 135–200), which is
positioned as a lid partially covering access to the active-site
cavity (Figure 3A).
Overall, the structure of CCSP0084 most closely resembles
the structures of previously characterized MCP hydro-
lases, such as CumD [9], MhpC [11], CarC [10] and BhpD [41]
(Supplementary Figure S3 at http://www.biochemj.org/bj/454/
bj4540157add.htm). The pairwise RMSD value for superimpos-
ition of CCSP0084 with CumD structure is 0.8 Å over 183
matching Cα atoms spanning both core and lid domains.
Analysis of the CCSP0084 active side cavity reveals a well-
defined positively charged channel leading into the presumed
active site featuring the typical α/β-hydrolase catalytic triad
residues Ser104, Asp230 and His258 and an oxyanion hole (backbone
amides of Ser32 and Gly33) (Figure 3C and Supplementary Figure
S3B). Alanine substitution of Ser104 abrogated the activity (results
not shown) for both esterase and MCP substrates (on the basis of
specific activity determinations using purified variants), which
confirmed the proposed role of this residue as an essential
nucleophile in catalysis towards both types of substrates. The
oxyanion hole in CCSP0084 structure is occupied by a chloride
atom that most likely originated from the enzyme’s purification
buffer, a phenomenon also observed in the case of the CumD
structure (PDB code 2D0D) [13]. Another chloride atom is found
in the active site of CCSP0084 (Figure 3C). The position of
this chloride atom corresponds to that of the carboxylate of 3-
Cl HOPHD bound to BhpD (PDB code 2RHT) [39].
The P-region of the CCSP0084 active site is made up of
residues highly conserved across reported MCP hydrolases
and three of the hydrolases characterized in the present study
(Supplementary Table S1) included Gly31, Gly33, Asn41, Asn103 and
Arg180, suggesting that these CCSP0084 residues contribute to the
hydrogen bond network with substrates such as HOHD, similar
to the network observed in the BphD/HOHD complex structure
(Figure 3C). In contrast, the CCSP0084 residues defining the D-
region demonstrate significant variation when compared with the
equivalent regions in the other MCP hydrolases (Figure 3B). As
a result, the active site of CCSP0084 appears more constricted
when compared with the 3-Cl HOPHD-bound BphD structure,
especially in the region of BphD that interacts with the 6-
oxo-6-phenyl region of the substrate (Figure 3C, in surface
representation). In particular, CCSP0084 residues Val130, Trp144
and Ile233 in the D-region of the active site are responsible for
constricting the size of this region of the active site. These
features may explain the preference of CCSP0084 for substrates
such as HOHD over HOPHD or other molecules that feature
a bulky C6 aromatic group (Figure 2). Note that a comparative
analysis further indicates that the D-region of CumD (which also
prefers fission products from monocyclic aromatics [13]) is not
constricted. There are sequence differences between CumD and
CCSP0084 in the D-region, but two prominent residues that may
be responsible for this are CumD Ala129 against CCSP0084 Val130
and CumD Val227 against CCSP0084 Ile233. Modelling of these two
CCSP0084 residues into CumD has a large effect on constricting
the size of the D-region of this enzyme (Supplementary Fig-
ure S4 at http://www.biochemj.org/bj/454/bj4540157add.htm).
Subsequently we analysed the molecular architecture of the
CCSP0084 active site with respect to its ability to catalyse the hy-
drolysis of diverse esterase substrates. On the basis of
the assessment that the D-region of the CCSP0084 active site
appears too constricted to accomodate the pNP moiety or long acyl
chains, we suggest that these larger regions of the substrates are
orientated towards the P-region of the active site. This particular
feature of the CCSP0084 D-region may be responsible for the
lower catalytic efficiency of this enzyme toward the butyrate and
larger pNP compounds (Figure 2). Along the same line, the
specific molecular environment of the CCSP0084 P-region of
the active site may restrict substrate accessibility to butyl acetate
(or smaller) esters, explaining the lower catalytic efficiency values
for geranyl acetate and glyceryl triacetate, which contain longer
alkyl chains.
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Figure 3 Crystal structure of CCSP0084
(A) Overall structure of the enzyme, with the inserted α-helical subdomain coloured red. The star indicates the position of the active site (PDB code 4I3F). (B) Comparison of residues found in
the D-region of the active site of MCP hydrolases. (C) Comparison of the active site of CCSP0084 (left-hand side) with the structural homologue BphD in complex with the substrate analogue
3-Cl HOPHD (PDB code 2RHT, right-hand side). In the top images, all side chains forming interactions with substrates (from PDB code 2RHT) are shown as sticks. In the bottom images, enzymes are
shown in surface representation to illustrate the difference in accessibility of the active-site clefts. Residues coloured yellow (in CCSP0084) and orange (in 2RHT) differ in sequence, are positioned
to alter the accessibility of the active-site cleft and are suggested to play a role in substrate specificity. Chloride ions in CCSP0084 are shown as green spheres.
We subsequently investigated the role of Val130, Trp144
and Ile233 residues in substrate recognition by site-directed
mutagenesis (Figure 4 and Supplementary Table S4 at http://www.
biochemj.org/bj/454/bj4540157add.htm), on the basis of specific
activity determinations using purified variants. The V130G
mutation, chosen on the basis of the presence of a glycine
residue at the corresponding position in BphD enzyme (PDB
code 2RHT), abrogated CCSP0084 activity nearly completely
towards both esterase and MCP substrates, suggesting that this
residue is critical for recognition of both types of substrates.
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Figure 4 Esterolytic and MCP hydrolytic specific activities for CCSP0084
mutant variants determined using pNP propionate, butyl acetate, HOHD and
HOPHD
Conditions were as described in the Materials and methods section and Figure 2. Three
independent experiments were performed for each parameter and results are given as
means +− S.D. Relative specific activity was represented, with 100 % referring to the activity
of wild-type CCSP0084 enzyme: 2612 +− 108 (for pNP propionate; at 40◦C and pH 7.0),
2025 +− 126 (for butyl acetate; at 40◦C and pH 8.0), 15828 +− 411 (for HOHD; at 40◦C and
pH 7.5) and 2.2 +− 0.2 (for HOPHD; at 40◦C and pH 7.5) units · g− 1.
It is of significance that the longer butyl acetate and HOPHD
substrates were more susceptible (0% relative activity) to the
V130G mutation than pNP propionate (∼13% relative activity)
and HOHD (∼2.1% relative activity). The W144G and W144L
substitutions had a similar major effect on CCSP0084 esterase
activity, with activity towards butyl acetate (0% relative activity)
being again more sensitive to these mutations than towards the
pNP propionate (<10% relative activity). In contrast, although
the W144G and W144L CCSP0084 variants were completely or
nearly completely inactive (∼1.2% relative activity) towards the
HOHD substrate, they demonstrated comparable (∼70% relative
activity for W144G) or improved (∼280% relative activity for
W144L) activity for the HOPHD substrate. These results agree
with the fact that BphD, which features a leucine residue at the
corresponding position, demonstrates a high level of activity for
pNP benzoate and HOPHD, but does not hydrolyse either alkyl
esters or HOHD [6,7]. Finally, the I233V mutation, chosen based
on the presence of a valine residue at the corresponding position of
BphD, did not adversely affect CCSP0084 activity towards ester
and MCP substrates. Remarkably, the CCSP0084 I233V variant
demonstrates significantly (∼409%) higher activity towards the
HOPHD substrate than the wild-type enzyme. By contrast, a more
intrusive I233G substitution suppresses the enzymes’s activity
nearly completely in the case of both esterase and MCP substrates.
In the CCSP0084 structure, the Ser32 side chain forms an
interaction with the chloride ion positioned in the oxyanion
hole. This position of Ser32 would enable interactions with
the additional oxygen of potential substrates. In line with this
hypothesis, the mutation of Ser32 to glycine severely abrogated
activity towards both ester and HOHD substrates (Figure 4).
On the other hand, the S32G variant retains significant (∼70%
relative activity) activity for the HOPHD substrate. Combined
with structural analysis these data suggest that the serine residue
side chain plays a role in catalysis as well as in substrate
preference.
To conclude, the present study provides structural and
biochemical evidence of the important roles played by specific
active-site residues in the dual esterolytic/MCP hydrolytic
activity of α/β hydrolases. Using genomics approaches we have
identified six α/β hydrolases with an unusually broad activity
spectrum, including multiple ester and MCP substrates. Four
of these enzymes feature a particularly diverse activity profile,
which includes the ability to hydrolyse substrates that include
pNP, halogenated, fatty acyl, aryl, glycerol, cinnamoyl and
carbohydrate esters, lactones, HOPHD and/or HOHD. Using
structural and mutational analysis we identified specific positions
in the active site (occupied by residues Ser32, Val130 and Trp144
in CCSP0084) that are critical for controlling the dual activity
and the substrate preference of this type of enzyme. Our results
demonstrate that CCSP0084 activity towards butyl acetate is more
sensitive to alteration of Ser32, Val130 and Trp144 residues than
activity towards pNP propionate, suggesting that these residues
are involved in interactions with ester substrates with longer
alkyl chains. In addition, these three residues were found to
significantly alter the activity toward the MCP substrates, with
substrates containing a phenyl ring being most susceptible to
alteration of CCSP0084 Val130. This prompted us to hypothesize
that this residue is involved in hydrophobic interactions with the
phenyl ring of the MCP substrates. In agreement with this, the
superimposition of the S112/HOPHD complex with the structure
of CCSP0084 (Figure 3C) places the phenyl ring of the substrate
in proximity to Val130 of CCSP0084.
The structural and biochemical analyses of six α/β hydrolases
shown in the present study shed new light on the diversity
among members of important family of α/β hydrolases, providing
insights for improving protein annotation in databases [46] and
comparative catalysis and evolutionary model studies. Our data
suggest that hydrolases with such a broad substrate range may
persist in microbial communities to a much greater extent than
previously anticipated, expanding the pool of substrates available
to micro-organisms that mineralize organic carbon. Hence this
type of enzyme may contribute to the global carbon cycling
processes and for chanelling complex substrates into the common
catabolic pathways, including recalcitrant organic pollutants. This
was further proven by genomic context examination, which
showed that genes encoding both CCSP0084 and CCSP0528
were located close to genomic signatures associated with
degradation: CCSP0084 is surrounded by aromatic dioxygenases
(large and small subunits) and an alkane 1-monoxygenase (in
opposite directions), and CCSP0528 is surrounded by an N-
methylhydantoinase A/acetone carboxylase (β-subunit), a 2-
keto-4-pentenoate hydratase (probably involved in benzoate
and xylene degradation) and a 2,4-dihydroxyhept-2-ene-1,7-
dioic acid aldolase (in the same direction). No pollutant-
degrading genomic signatures were associated with CCSP0211
[surrounded by a metal-dependent hydrolase (sulfatase-like) and
a diaminopimelate decarboxylase in opposite directions] and
CCSP2178 (surrounded by isopropylmalate dehydratase subunits
and an α/β hydrolase family protein in opposite directions),
suggesting that the participation in biodegradation of these
enzymes could not be anticipated by genomic analysis, but rather
by biochemical testing. Additionally, we observed further that
a significant proportion of proteins (annotated as hydrolases
or acyltransferases), which share a high level of sequence
identity with the proteins reported in the present study, possibly
originated from organisms with known biodegradation capacities
or were located in clusters containing potential genomic signature
associated with degradation (results not shown).
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Finally, although it is true that we have evaluated the activity
of the enzymes reported in the present study with a wide array of
substrates, it is also plausible that some of the observed activities
are characteristics of other MCP hydrolases and esterases/lipases.
In this context, further experimental evidence is required to test
whether some related characterized MCP hydrolases, such as
BphD, MhpC or CumD, do possess similar broad activities.
Additionally, homologous, but not characterized, α/β hydrolases
may also be included in future studies. This last issue should be
of special significance given the fact that three of the hydrolases
(K_05-6, K_06-5 and CCSP0211), reported in the present study as
capable of mediating C-O and C-C hydrolysis, do form a separate
cluster (most similar to Family V and VI of esterases/lipases) as
compared with, and do not contain highly conserved residues (see
Supplementary Table S1) characteristics of, known characterized
MCP hydrolases.
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Este tercer capítulo proporciona información sobre las características bioquímicas y estructurales de
enzimas aisladas de ambientes marinos profundos sometidos a condiciones poli-extremas de temperatura,
presión y salinidad. Esto supone un salto cuantitativo frente a los estudios de los dos capítulos anteriores ya
que las muestras analizadas procedían de ambientes moderadamente extremos. En particular, se han utilizado
muestras procedentes de 4 fosas marinas hipersalinas profundas (3,040-3,342 m) y una fosa marina no
hipersalina (4,908 m de profundidad) del Mar Mediterráneo, caracterizadas por una temperatura moderada
constante de 13.0-16.5ºC, y un amplio rango de salinidad (39-348 unidades prácticas de salinidad (g/L)). Se
ha empleado también a modo comparativo una muestra de una fumarola hidrotermal de la Isla de San Pablo
(100 m de profundidad y 65ºC). Para ello se han utilizado técnicas metagenómicas para la identificación de
clones con actividad esterasa y la posterior identificación de marcos de lectura abiertas que codifican las
enzimas de interés. Posteriormente se han empleado técnicas de biología molecular para la expresión,
producción a pequeña escala y purificación de las enzimas de interés. El empleo de técnicas bioquímicas,
incluidos ensayos espectrofotométricos con un total de 210 sustratos diferentes, permitió posteriormente la
caracterización de las mismas. Se han realizado estudios comparativos a nivel de secuencia de aminoácidos y
tetra-nucleótidos. Así mismo se han realizado experimentos de cristalización, y finalmente, a diferencia de
los capítulos, en este trabajo incorporamos estudios de dicroísmo circular para calcular la temperatura de
desnaturalización de las proteínas y estudios de la actividad específica a altas presiones. A diferencia de los
capítulos anteriores el estudio se ha realizado no solo con esterasas de la super-familia de las α/β-hidrolasas
(5 en total), sino también con otros tres tipos de enzimas, en particular, glicosidasas (1), aldo-ceto reductasas
(1) y lactato dehidrogenasas (1).
La masa molecular y el punto isoeléctrico de las enzimas oscila entre 26,802 y 84,279 Da, y 4.38 y
7.294, respectivamente. A nivel de secuencia las enzimas identificadas y analizadas presentan homologías
entre el 41% y el 99%. El pH óptimo varía entre 6.0 y 8.5, la temperatura óptima de actividad oscila entre los
16 y los 70ºC y las concentraciones de sal (NaCl) para actividad óptima varían entre 0 y 4.0 M. La
temperatura de desnaturalización oscilaba entre 40.3 y 71.4ºC. La mayoría de las enzimas procede de
bacterias del filo Tenericutes (5), Proteobacteria (2) y Firmicutes (1). Entre los resultados más relevantes en
este trabajo hemos demostrado que en ambientes marinos profundos hipersalinos, la adaptación de las
proteínas a la presión está relacionada a la resistencia térmica (p valor = 0.0036). Por lo tanto, la salinidad
puede incrementar la ventana de temperatura óptima de las enzimas en ambientes profundos. Como ejemplo,
la fosa Medee, la mayor fosa marina profunda hiper-salina del Mar Mediterráneo, cuya temperatura no ha
superado nunca los 16.5ºC, contiene una enzima halotermopiezofílica cuyas temperaturas óptima de
actividad y de desnaturalización son 70ºC y 71.4ºC, respectivamente. Se trata por tanto de la primera enzima
con estas características descrita en un ambiente no hiper-termófilo.
Por otro lado, se ha determinado la estructura cristalográfica de 5 de las enzimas, siendo el mayor
conjunto de proteínas cristalizadas de ambientes marinos profundos publicados hasta la fecha. El análisis
estructural revela que la adaptación de las proteínas a condiciones poli-extremas de presión, salinidad y
temperatura se basa en mecanismos moleculares diferentes a los conocidos. Así mismo, se ha demostrado
que las enzimas descritas en este trabajo tienen una disposición de los centros activos muy diferentes a las
enzimas homólogas descritas en la bibliografía, lo que explica las diferencias a nivel de especificidad de
sustrato.
El CD adjunto a esta Memoria contiene Material Suplementario relacionado con este Capítulo.
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Summary
The present study provides a deeper view of protein
functionality as a function of temperature, salt and
pressure in deep-sea habitats. A set of eight different
enzymes from five distinct deep-sea (3040–4908 m
depth), moderately warm (14.0–16.5°C) biotopes,
characterized by a wide range of salinities (39–348
practical salinity units), were investigated for this
purpose. An enzyme from a ‘superficial’ marine
hydrothermal habitat (65°C) was isolated and charac-
terized for comparative purposes. We report here the
first experimental evidence suggesting that in salt-
saturated deep-sea habitats, the adaptation to high
pressure is linked to high thermal resistance (P
value = 0.0036). Salinity might therefore increase the
temperature window for enzyme activity, and possibly
microbial growth, in deep-sea habitats. As an
example, Lake Medee, the largest hypersaline deep-
sea anoxic lake of the Eastern Mediterranean Sea,
where the water temperature is never higher than
16°C, was shown to contain halopiezophilic-like
enzymes that are most active at 70°C and with dena-
turing temperatures of 71.4°C. The determination of
the crystal structures of five proteins revealed
unknown molecular mechanisms involved in protein
adaptation to poly-extremes as well as distinct active
site architectures and substrate preferences relative
to other structurally characterized enzymes.
Introduction
The deep oceanic/sea regions (below 200 m depth) form
the largest marine subsystem by volume and comprise
1.3 × 1018 m−3 or approximately 80% of the oceanic/sea
volume (De Corte et al., 2012). However, the bathy
(1000–4000 m depth), abyssopelagic (4000–6000 m
depth) and hadopelagic (below 6000 m depth) regions are
by far the least explored systems on Earth, although they
are the largest reservoirs of organic carbon in the bio-
sphere and also home to largely enigmatic food webs
(Nagata et al., 2010). The habitability window in deep
realms is shaped mostly as a function of salinity, pressure
and temperature, and the individual and collective effects
of these characteristics on life have been extensively
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investigated (Harrison et al., 2013). Microorganisms are
able to grow in a wide range of salt concentrations ranging
from sea water (De Corte et al., 2012) to salt-saturated
lakes (Daffonchio et al., 2006; Smedile et al., 2013;
Yakimov et al., 2013), pressures up to 120 MPa (e.g.
Zeng et al., 2009) and temperatures from 4°C (De Corte
et al., 2012) to ∼ 60–108°C in active chimney walls (Zeng
et al., 2009; Eloe et al., 2011; Wang et al., 2011).
However, attempts to define the collective influence of
these environmental conditions on protein function are
scarce, and in particular, the extent of poly-extremes
remains mostly undefined. Poly-extremes are of particular
importance as life adaptation is a focus of intense
research interest, much of which is centred on dissecting
the changes in the composition and genomic content of
the communities under different environmental con-
straints (Daffonchio et al., 2006; Schlitzer, 2010; Eloe
et al., 2011; La Cono et al., 2011; Smedile et al., 2013;
Yakimov et al., 2013). One limitation of taxonomic and
genomic data based on the analysis of total extracted
DNA is that these studies cannot address whether an
organism is alive or has succumbed to such multiple
extreme conditions. Another major limitation of using
small-subunit ribosomal gene surveys and shotgun data
is the large number of organisms and genes that are
anonymous; the majority have not yet been cultured or
sequenced (Puspita et al., 2012; Akondi and Lakshmi,
2013). However, these data can be complemented with
naïve screens, which directly analyse the enzymes of
metagenomes (Martínez-Martínez et al., 2013 and refer-
ences therein).
The importance of defining the combined effects of salt,
pressure and temperature extremes on protein function
contrasts with the limited information available in the lit-
erature. Therefore, as shown in Table S1, the majority of
enzymes characterized thus far from deep-sea realms
were mostly isolated either from slightly saline, cold (4°C)
habitats or from slightly saline, high-temperature hydro-
thermal vents, and only one study described enzymes
from salt-saturated basins (Ferrer et al., 2005). In addi-
tion, only six deep-sea proteins, all from single cultivated
organisms (De Vos et al., 2007; Shirai et al., 2008; Xu
et al., 2008; Shin et al., 2009; Sineva and Davydov, 2010;
Pietra, 2012), have been structurally characterized; none
of which originated from sites experiencing the three
stressors (Table S1). This dearth of three-dimensional
structures of proteins from deep-sea inhabitants, particu-
larly from salt-saturated biotopes, precludes a thorough
understanding of the structural adaptations necessary for
life in poly-extremophilic environments and stifles the dis-
covery and optimization of useful enzymes for structural-
functional, engineering and industrial purposes.
Nevertheless, it has been recently shown that DNA-based
methodologies appear to be inaccurate approaches by
which to study the ‘adaptation signatures’ in the brines of
deep-sea salt-saturated lakes (Hallsworth et al., 2007;
Yakimov et al., 2013). Rather, biochemical-based meth-
odologies might be more accurate approaches by which
to study such ‘signatures’, as enzyme activities represent
the highest level of the functional hierarchy regardless of
the heterogeneities that commonly appear at the DNA and
amino acid levels.
This investigation takes a step beyond descriptive
studies of microbial cultivation and gene repositories and
the utilization of naïve screens, biochemical tests and
structure determinations provided deeper insights into the
combined effects of salinity, high pressure and tempera-
ture on marine enzymes. We used the bio-resources
from two collaborative projects, BEEM (http://www.beem
.utoronto.ca; funded by Genome Canada) and MAMBA
(http://mamba.bangor.ac.uk; funded by the EU FP7
program), which are focused on investigating moderate-
temperature deep-sea sites in the Mediterranean Sea. We
particularly focused here on the salt-saturated deep-sea
lakes Medee, Bannock and Kryos (Daffonchio et al.,
2006; Yakimov et al., 2013) and the hadopelagic seawater
column at Station Matapan-Vavilov Deep (Smedile et al.,
2013) in the Eastern Mediterranean Sea (Fig. 1). A ‘super-
ficial’ marine hydrothermal habitat was used for compari-
son. The extensive characterization of a set of nine
different enzymes isolated from those sites by naïve
screens and the determination of five crystal structures
provided, to the best of our knowledge, the first experi-
mental evidence linking pressure adaptation to thermal
adaptation in salt-saturated habitats, by as yet unknown
molecular mechanisms. The results are discussed in the
context of expanding the thermal window for growth in
deep-sea realms, and novel electrostatic charges and
active site architectures are also examined.
Results and discussion
Deep-sea metagenome libraries, screening and
general features of selected sequence-encoded
esterases (ESTs)
Samples were collected from two distinct deep-sea
marine environments. First, brine/interface fluid was col-
lected from deep hypersaline anoxic basins (DHAB): Lake
Medee (3040 m depth; 15.5°C), which is the largest
known DHAB, Lake Bannock (3342 m depth; 14.5°C) and
Lake Kryos (3340 m depth; 16.5°C) (Daffonchio et al.,
2006; Yakimov et al., 2013). Note that brine fluids were
collected from Medee and Bannock basins whereas alive
interface was collected from Lake Kryos. Second, seawa-
ter was collected from the hadopelagic Station Matapan-
Vavilov Deep (4908 m depth; 14.5°C), which is the
deepest site of the Mediterranean Sea (Smedile et al.,
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2013). At these sites, the water temperature is never
below 13.0°C or higher than 16.5°C. Total DNA was
extracted, and subsets of 40 024 clones from the four
libraries generated in this study harbouring nearly
1.3 Gbp of community genomes were scored for the
ability to hydrolyse α-naphthyl acetate (αNA) and
tributyrin, as previously reported (Reyes-Duarte et al.,
2012), which is indicative of EST/lipase activity. A
total of five unique clones were selected as active.
Hydrochemistry of selected deep-sea regions and EST
screening statistics are shown in Fig. 1 and Table S2. The
inserts were sequenced, analysed and compared with
the sequences available in the National Center for Bio-
technology Information (NCBI) non-redundant public
database (Hall, 1999). Five (one per active clone) pre-
dicted metagenome sequence (MGS)-encoding ESTs
with the α/β hydrolase fold were identified and success-
fully produced as soluble proteins when expressed in
Escherichia coli, and their properties were investigated.
They were named based on the source ID followed by a
serial number: MGS-M1 and MGS-M2 (from the Medee
basin), MGS-B1 (from the Bannock basin), MGS-K1 (from
the Kryos basin), and MGS-MT1 (from the Matapan
basin).
According to BLAST searches of the NCBI non-
redundant database, the five studied protein sequences
were 44–62% similar to homologous proteins in the data-
base (Table S3A–B). The deduced molecular masses
and estimated pI values of these proteins ranged from
31.6 to 56.2 kDa and from 4.4 to 7.3 respectively. The
pairwise amino acid sequence identity ranged from 8.3%
to 21.8%; MGS-B1 and MGS-MT1 were the most similar
enzymes (21.8% sequence identity), whereas MGS-K1
and MGS-M1 were the most divergent at the sequence
level (8.3% sequence identity). The selected α/β
hydrolases contain a classical Ser-Asp-His catalytic triad,
but the catalytic elbow and oxyanion hole (i.e. the
GXSXGG and H/N-GGG(A)/P-X motifs) often diverged
from the consensus regions as identified by an extensive
sequence analysis. Nonetheless, there was adequate
sequence conservation among these catalytic motifs and
the overall enzyme sequence to categorize the enzymes
into the following accepted lipase/EST subfamilies
(Kourist et al., 2010): family IV (MGS-MT1, MGS-B1 and
MGS-M1), family V (MGS-M2) and family VII (MGS-K1).
The sequence-based features and amino acids partici-
pating in the predicted catalytic sites are listed in
Table S3A–B.
A
B
Fig. 1. Global map displaying the locations of
the main deep-sea sites in the Mediterranean
Sea investigated in this study. Hydrochemistry
of selected deep-sea regions (A) is shown in
(B) (for extensive details, see Table S2).
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Salt-saturated deep-sea brines contain biochemical
signatures indicating adaptation to salinity and
thermal extremes
According to the standard assay conditions described in
Experimental procedures, and summarized in Table 1, the
five proteins were fully characterized. We first confirmed
that the purified proteins, which were most active at pH
values ranging from 7.0 to 8.5 (Fig. S1), exhibited the
expected EST activity, tested over a set of 101 structurally
different esters. Extensive differences in activity level as
well as substrate profiles and preferences were notice-
able according to specific activity (units mg−1) deter-
minations (Appendix S1; Fig. S2). Using p-nitrophenyl
propionate (pNP-propionate) as a model substrate, Lake
Medee enzymes were found to be the least active
enzymes, i.e. the enzyme from Matapan-Vavilov Deep,
which was the most active enzyme, exhibited specific
activities 900-fold greater than those of Lake Medee
enzymes (Table 1).
The enzymatic activities of purified proteins were stimu-
lated by the addition of NaCl and KCl to the reaction
mixture (Fig. 2). The optimal concentration of Na+/K+ for
activity was the lowest for MGS-B1 and MGS-K1 (optimal
at 0.8–1.2 M), whereas the other enzymes were most
active at concentrations greater than 3.0 M. At the optimal
concentration, MGS-B1 from Lake Bannock exhibited the
greatest increase in activity (14-fold) compared with reac-
tions not containing salts. MgCl2 triggered stronger effects
on enzyme activities. However, while MGS-K1, MGS-B1
and MGS-M1 (in order of greatest inhibition to least inhi-
bition by MgCl2) were strongly inhibited by this salt at
concentrations greater than 0–0.8 M, MGS-M2 and MGS-
MT1 were stimulated with maximal activity at 2.4 and
1.6 M salt respectively. The activation of all enzymes by
Na+/K+/Mg2+ indicates that the properties of the ESTs
herein reported reflect specific habitat characteristics and
that activation by sodium, potassium, and, to a lesser
extent, magnesium, may be common in enzymes from the
deep-sea sites examined, independently of the habitat
environmental constraints.
Three distinct profiles of temperature optima were
further observed (Fig. 3). The first profile was a
thermophilic-like profile, as exemplified by MGS-M2, in
which the enzyme was most active at 70°C and retained
≤ 5% activity at 4–16°C (in the presence or absence of
NaCl). Calculation of denaturing temperature (71.4°C) by
circular dichroism (CD; Table 1) confirmed the high
protein stability. The high optimal temperature of MGS-M2
was unexpected because this enzyme was isolated
from Lake Medee, a permanently moderate-temperature
site (15.5°C) (Yakimov et al., 2013). To prove that the
MGS-M2 enzyme showed a temperature profile typical for
thermophilic proteins, an EST with the α/β hydrolase fold
(referred to as MGS-HA1), which originated from a clone
library created from a superficial seawater sample at a
hydrothermal vent at Saint Paul Island (100 m depth) and
maintained at 60–65°C, was purified and characterized
for comparative purposes. The enzyme was derived from
a clone (out of 20 000 total clones) active towards αNA.
The MGS-HA1 enzyme, which can be categorized into the
lipase/EST family VI (Kourist et al., 2010) and most likely
originated from Geobacillus as determined by BLAST
homology search and GOHTAM (Tables S3A and S4),
showed maximal activity at pH 8.0 (Fig. S1) and concen-
trations of Na+/K+/Mg2+ of up to 1.6–3.2 M (Fig. 1). Its
optimal temperature for activity (70–75°C) and residual
activity at low temperatures, e.g. < 0.4% at 4°C (Fig. 3),
Table 1. Specific activity and protein denaturation temperature (Td) of proteins as determined by circular dichroism.
Enzyme Activity Protein fold
Specific activity
(units g−1)a
Standard assay conditions
for activity determination
[pH/T(°C)/NaCl (M)]a Td (°C)b
MGS-M1 EST α/β Hydrolase 105.73 ± 2.34 8.0/25/3.6 65.2
MGS-M2 EST α/β Hydrolase 188.32 ± 8.76 8.0/70/4 71.4
MGS-B1 EST α/β Hydrolase 24 077 ± 85 8.0/25/0.8 52.4
MGS-K1 EST α/β Hydrolase 18 094 ± 270 7.0/30/0.8 40.3
MGS-MT1 EST α/β Hydrolase 94 994 ± 460 8.0/40/2.8 55.7
MGS-M3 GLY α/β Hydrolase 12 471 ± 895 8.0/45/ 0.4 59.3
MGS-M4 AKR TIM-barrel 5371 ± 28 8.0/16/0.8 63.3
MGS-M5 LDH Rossman 1072 ± 12 8.0/30/0 n.d
MGS-HA1 EST α/β Hydrolase 408.2 ± 18.0 8.0/70/3.2 79.5
a. pNP-propionate (1 mM; for EST activity), pNP-β-D-glucose (30 mM; for GLY activity), sodium pyruvate (5 mM; for LDH activity) and methyl
glyoxal (1 mM; for AKR activity) were used as standard assay substrates. The following buffers were used for activity determinations: 50 mM
Tris-HCl for pH 8.0 and 50 mM 4-(2-hydroxyethylpiperazine-1-ethanesulphonic acid (HEPES) for pH 7.0, which were used as standard assay
buffers. Note that activity determinations were performed at the optimal parameters and conditions specifically cited in the Experimental
Procedures, and summarized in this Table.
b. Standard deviation < 0.1.
Activity and protein fold associated to each of the enzymes are also summarized. AKR, aldo-keto reductase; EST, esterase; GLY, glycosidase;
LDH, lactate dehydrogenase; n.d., not determined.
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allowed it to be categorized as a typical thermophilic
enzyme, which was further evidenced by the determina-
tion of its denaturing temperature (79.5°C; Table 1). The
comparative analysis of MGS-M2 and MGS-HA1 showed
that MGS-M2 reassembled a thermophilic protein. The
second profile was a mesophilic-like profile, as exempli-
fied by MGS-MT1, in which the enzyme was most active
at 40–45°C and retained less than 40% of its activity at
≥ 50°C (Fig. 3) in the presence or absence of NaCl; this
result is in agreement with its denaturing temperature
(55.7°C; Table 1). The third profile consisted of a
psychrophilic-like profile, as exemplified by MGS-M1,
MGS-B1 and MGS-K1, with enzymes that were most
active at 25–40°C (Fig. 3). Notably, compared with
mesophilic (MGS-MT1) and thermophilic (MGS-M2) ESTs
that showed a salt-independent thermal profile (Fig. 3),
a positive impact of salinity on thermal activation/
stabilization in these three enzymes was observed in the
presence of optimal concentrations of NaCl. This result
was particularly noticeable for MGS-M1 and MGS-B1, as
they displayed a shift in the optimal temperature from 25
to 35°C and from 25 to 40°C respectively. It was also true
to a lesser extent for MGS-K1 (from 35 to 40°C). The
higher stabilization levels for MGS-M1 and MGS-B1
agreed with their higher denaturing temperatures
(65.2°C and 52.4°C respectively) compared with MGS-K1
(40.3°C). Together, the data demonstrated that deep-sea
salt-saturated biotopes might contain enzymes adapted to
work under multiple temperature extremes (80% activity
retained in the range from 16 to 70°C), despite these sites
being moderately warm (14.0–16.5°C).
Adaptation to high pressure is linked to high thermal
resistance in deep-sea brines
As pressure is one of the most representative character-
istics of deep-sea habitats, the influence of hydrostatic
pressure (350 bar) on enzyme performance was further
evaluated in high-pressure 2 ml reactors as described
in the Experimental procedures, and presumptive links
between the site and EST characteristics were evaluated.
The data presented in Fig. 4 revealed that the relative
percentage of activity at 350 bar compared with that
at atmospheric pressure positively correlated with the
optimal temperature for activity in the two ESTs from the
salt-saturated Lake Medee; thus, the highest adaptation
to pressure was obtained for the MGS-M2 EST, which had
the highest temperature optima (70°C) compared with
MGS-M1 (25°C). No such correlation could be evaluated
for the other deep-sea sites, which showed different acti-
vation levels, as only one enzyme candidate was charac-
terized per site; no additional enzymes could be tested
because no additional active clones could be obtained in
our library screen tests, or we were unable to produce
additional soluble proteins from sequenced positive
fosmids.
To prove that such a thermal-pressure correlation
exists in Lake Medee, we polymerase chain reaction-
amplified candidate genes from the two EST-positive
clones (the ones containing MGS-M1 and MGS-M2
ESTs), and we were able to successfully express and
produce in soluble form three proteins: a glycosidase
(GLY; herein named MGS-M3), an aldo-keto reductase
(AKR; MGS-M4) and an (L)-lactate dehydrogenase
Fig. 2. Temperature profiles of the enzymes in the absence (−) or
presence (+) of salt (NaCl). Profiles for deep-sea esterases are
shown in the top panel, whereas those for other enzymes are
shown in the bottom panel. The heat map colours represent the
relative percentages of specific activity (units g−1) compared with
the maximum (100%) given in Table 1. The specific activities were
calculated in triplicate (SD < 0.5%) using the standard assay
substrates (see Table 1) and conditions described in the
Experimental procedures. Note that due to the significant
differences in specific activities in the presence and absence of
salt, the assays were performed using the same units of enzymes
on the basis of pNP-propionate transformation. This effect is
particularly noticeable for the MGS-B1 esterase, which retains only
3.4% of its activity in the absence of salt compared with the
optimum level (0.8 M NaCl). The colour code ranges from black (no
activity) to intense red (100% activity). Heat maps were constructed
in R (http://www.r-project.org) using the ‘heatmap.2’ function within
the ‘gplots’ package.
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(LDH; MGS-M5). According to the CAZY database
(http://www.cazy.org; Cantarel et al., 2009) and consid-
ering structural similarities, MGS-M3 is related to family
3 of GLYs, whereas MGS-M4 belongs to the gluconic
reductase subfamily 5 of AKRs, and MGS-M5 matches
lactate/malate dehydrogenases rather than other
Rossman fold-containing enzymes. The sequence-based
features and amino acids participating in the predicted
Fig. 3. Heat maps displaying the activities of enzymes at different concentrations of NaCl (A, red), KCl (B, blue) and MgCl2 (C, green).
Profiles for deep-sea esterases are shown in the left panel, whereas those for other enzymes are shown in the right panel. The heat map
colours represent the relative percentages of specific activity (units g−1) compared with the maximum activity (100%). The specific activities
were calculated in triplicate [standard deviation (SD) < 0.5%] using the standard assay substrates (see Table 1) and conditions described in
the Experimental procedures. The colour code ranges from black (no activity) to intense red, blue and green (100% activity). The 100% levels
for NaCl/KCl/MgCl2 are as follows: MGS-M1 (105.7/105.6/38.1 units/g), MGS-M2 (188.3/111.6/212.5 units g−1), MGS-M3 (12 471/ 8142/6481
units g−1), MGS-M4 (5371/4715/362.0 units g−1), MGS-M5 (1072/1000/153.7 units g−1), MGS-B1 (24 077/11 685/4496 units g−1), MGS-K1
(18 094/17 829/8239 units g−1), MGS-MT1 (94 994/88 259/117 186 units g−1) and MGS-HA1 (408.2/388.4/246.1 units g−1). Heat maps were
constructed in R (http://www.r-project.org) using the ‘heatmap.2’ function within the ‘GPLOTS’ package.
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catalytic sites are listed in Table S3C. According to the
standard assay conditions described in Experimental
procedures (see also Table 1), the corresponding activi-
ties, found to be maximal at pH 8.0 (Fig. S1), were first
confirmed against a total of 47 model substrates
(Table 1; Appendix S1; Fig. S1). Activity measurement
further showed that while MGS-M5 was inhibited by Na+
and K+ (Fig. 1), MGS-M3 and MGS-M4 were activated
by low salt concentrations (0.3–0.4 M and 0.8–1.2 M
respectively). MgCl2 strongly inhibited all enzymes
(Fig. 1). The influence of temperature and hydrostatic
pressure (350 bar) on enzyme performance was further
evaluated for these three enzymes, which confirmed
that the highest resistance to pressure was obtained
for enzymes with the highest temperature optima
(Fig. 4).
Overall, we found that pressure adaptation, at least in
Lake Medee, is linked to thermal adaptation and that the
correlation (P value = 0.0036; t-test; Fig. 4) was accurate
for five proteins with different types of fold, such as
MGS-M1, MGS-M2 and MGS-M3 with an α/β-hydrolase
fold, MGS-M4 with a triosephosphate isomerase
TIM-barrel fold, and MGS-M4 with a Rossman fold
(MGS-M4).
Analysis of temperature, salt and pressure adaptations
in enzyme primary and tertiary structures
Given the diverse thermo- and halo-tolerance of the MGS
proteins (for summary see Figs 2 and 3), we were inter-
ested in identifying primary sequence and tertiary struc-
ture elements that might reflect adaptations conferring
these properties. It has been hypothesized that intracel-
lular proteins of thermophilic, psychrophilic and halophilic
organisms undergo multiple, distinct adaptations to retain
activity in such environments. For example, enzymes of
thermophilic origin may increase their stability to resist
thermal-induced unfolding by increasing the size of their
hydrophobic cores, increasing the number of disulphide
bonds, forming additional salt-bridge interactions or
increasing the number of charged residues on their
exposed surfaces (Reed et al., 2013). Enzymes of
halophilic origin must increase their hydration to compen-
sate for increased extracellular salt concentrations
(Madern et al., 2000; Delgado-García et al., 2012; Reed
et al., 2013). Observed adaptations included an increased
negative surface charge and/or lower isoelectric point (pI)
caused by an increase in acidic residues and a decrease
in lysine residues (Ferrer et al., 2012), a decrease in
aliphatic amino acids (Leu/Ile) and an increase in small
hydrophobic amino acids (Gly/Ala/Val), and a decrease in
the extent of buried non-polar amino acids. We searched
for these adaptations by obtaining the crystal structures
and/or primary sequences of the thermophilic enzyme
MGS-M2, the psychrophilic/mesophilic enzymes MGS-
M1, MGS-M4, MGS-M5 and MGS-MT1, the halophilic
enzymes MGS-M1 to MGS-M4 and MGS-MT1 and com-
paring these enzymes with their closest homologues
lacking these adaptations (Fig. 5; Appendix S1). We also
analysed MGS-M5, which does not exhibit salt tolerance,
as a baseline comparison. To remove any signal from
substrate-binding amino acids correlated with functional
diversification, we excluded residues close to the catalytic
sites.
An analysis of 16 known temperature-dependent adap-
tations showed that the MGS-M2 enzyme contains six
adaptive features typical of thermophilic proteins
(Table S3D). However, the analysis also showed that
the psychrophilic enzymes MGS-M1 and MGS-M4
contain 10 and 8 adaptations, respectively, that are
typically observed in thermophiles. In addition, the
mesophilic enzyme MGS-M4 contains nine of these
so-called thermophilic adaptations. The presence of these
thermophilic adaptations may explain the preservation of
the activity of these enzymes at temperatures as high as
60–75°C (Fig. 2). These results suggest that other char-
acteristics beyond those studied here are involved in con-
ferring the temperature dependence of these MGS
enzymes.
Fig. 4. Activity levels of enzymes as a function of pressure and
optimal temperature for activity. The specific activities using the
standard assay substrates and pH (see Table 1) and 25°C were
calculated in triplicate [standard deviation (SD) is shown] at
atmospheric pressure or 350 bar as described in the Experimental
procedures. One hundred percent activity refers to the activity
value at atmospheric pressure for each of the enzymes. The
optimal temperature for activity of each of the enzymes studied is
reported in Fig. 2. Only enzymes from Medee Lake were
considered for correlation analysis (see Results and Discussion
section for details), and thus the enzymes from other site are
shown in different colours.
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As the activity of MGS-M4 was preserved even at 1 M
KCl, we repeated the analysis of structural adaptations on
this enzyme by comparison with a non-halophilic homo-
logue, excluding a region surrounding the substrate-
binding site. For this enzyme, the analysis identified only
two of the seven adaptations (Table S3E, a decrease in
overall pI and a decrease in lysine residues). This result
suggests that this enzyme contains other unknown char-
acteristics that preserve its activity in high-salt environ-
ments. Of the seven halophilic-dependent adaptations
examined in the MGS enzymes, MGS-M1, MGS-MT1
and MGS-M2 contained five, three and two of these
adaptations respectively (Table S3E). Thus, although the
salt adaptation of MGS-M1 is well explained by previously
identified adaptations, the salt adaptation of the MGS-M2
and MGS-MT1 enzymes is not. Notably, an increase in
surface acidic residues is the most commonly observed
adaptation in halophilic enzymes, but MGS-MT1 exhibited
the opposite feature: it has a high pI value (7.29), reflect-
ing a decrease in surface acidic residues. This evidence
suggests that other undiscovered adaptations are present
in this enzyme.
Piezophilic proteins appear to exhibit a smaller hydro-
phobic core, fewer large and more small amino acids in
the hydrophobic core, increased multimerization and
fewer intra-molecular ionic interactions (Michels and
Clark, 1997). An analysis of these four known pressure-
dependent adaptations (Table S3E) did not reveal that
MGS-MT1 and MGS-M2 have more of these adaptations
than the proteins that are not piezophilic (Fig. 4).
An analysis of the crystal structures further revealed
that the conformation and/or overall electrostatic charge
(Fig. 5; Fig. S3 and S4) were distinct relative to other
structurally characterized homologues in four of the five
proteins. Indeed, the overall electrostatic charge on the
surface of MGS-M1 was similar to the charges of Cest-
2923 and bacillibactin esterase (BES), with no obvious
patches of concentrated charge; however, MGS-M1 con-
tained a deletion of 14 amino acids relative to Cest-2923
(residues 141–150 in MGS-M1 and 158–181 in Cest-
2923), which resulted in alterations in the conformation of
the active site. MGS-M2 has different electrostatic char-
acteristics and residue composition: the active sites of the
closest structural homologue (HsaD) are noticeably posi-
tively charged, whereas those of MGS-M2 contain a mix
of positive and negative features. The MGS-MT1 active
site is long, deep, negatively charged, and open to
solvent; these electrostatic characteristics are in sharp
contrast to the properties of Archaeoglobus fulgidus ester-
ase (AFEST). Compared with its closest structural
homologues (2,5-DKGR), MGS-M4 contains a small (153
Å3), slightly positively charged nicotinamide adenine
dinucleotide phosphate (NADPH)-binding site and a
smaller active site, which is missing some structural loops
involved in substrate contacts. Finally, a comparison of
the electrostatic surface and active site composition of the
Fig. 5. Comparison of surface features of the MGS enzymes crystallized in this study and their structural homologues revealed by structure
similarity searches. The solvent-exposed surfaces of the enzymes are shown, coloured by electrostatic potential as indicated by the scale at
the bottom right (in units kB/T = Boltzmann constant over temperature). The arrows refer to the locations of the catalytic serines (for esterases
in the top row), with dashes indicating that this residue is hidden within the protein, or the NADPH/NADH and substrate binding sites (for
enzymes in the bottom row).
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MGS-M5 structure revealed that it closely resembled the
structures of its closest homologues (LDH), including
the four residues involved in interacting with the pyruvate/
L-lactate ligands. Such differences are consistent with
variations at the level of substrate profiles and prefer-
ences (Fig. S2), but they may also be implicated in yet
unknown differential adaptations to environmental
constraints. Full details about substrate fingerprint and
crystal structures and active site architecture are given in
Appendix S1.
Source organisms of investigated
sequence-encoded ESTs
We finally investigated the presumptive microbial origin
of the genes encoding enzymes under investigation
(Table S4). A search against the GOHTAM database
(Menigaud et al., 2012) revealed compositional similari-
ties between the DNA fragments containing the genes for
MGS-M1 to MGS-M5 and several bacterial strains that are
most likely from uncharacterized species belonging to
Firmicutes. Genes in the DNA fragment encoding
MGS-M2 to MGS-M5 share similarity with the correspond-
ing genes of the Tenericutes-like bacterium Haloplasma
contractile (Antunes et al., 2008). This bacterium was
recently isolated from deep-sea sediment samples and is
a unique ‘transiting form’ of bacteria that has been placed
on the phylogenetic tree between Firmicutes (Bacilli and
Clostridia) and Mollicutes (Mycoplasmas and other strictly
symbiotic bacteria). Interestingly, the closest neighbour to
H. contractile is ‘Candidatus lumbricincola’, an uncultured
bacterium associated with earthworms (Nechitaylo et al.,
2009). However, unlike Mollicutes, H. contractile grows
axenically on ‘simple’ media, suggesting a free-living life-
style (Antunes et al., 2011). MGS-B1 was not identified by
GOHTAM, but the DNA fragment encoding this enzyme
shares genes with Betaproteobacteria of the genus
Variovorax. MGS-K1, which is part of an insertion
sequence element or prophage, shares DNA similarity
with Aspergillus, although TBLASTX analysis indicated
some weak similarity with rare Betaproteobacteria
species. Hence, similarly to other fragments, MGS-K1
could be derived from an unknown species. The DNA
fragment encoding the MGS-MT1 enzyme exhibits com-
positional similarity to the Alteromonas genomes, most
likely Alteromonas macleodii ‘deep-ecotype’, which domi-
nates the Matapan-Vavilov Deep (Smedile et al., 2013).
Experimental procedures
Source of enzymes
Total DNA was extracted from selected sites using the
G’NOME DNA extraction kit (BIO 101/Qbiogene, Morgan
Irvine, CA, USA) according to the manufacturer’s instruc-
tions for each of the microbial communities, and large-insert
pCCFOS1 fosmid (for all but Bannock Lake) or bacterio-
phage lambda-based ZAP phagemid (Bannock Lake)
libraries were generated (Ferrer et al., 2005; Alcaide et al.,
2013) and scored for the ability to hydrolyse αNA and
tributyrin (Reyes-Duarte et al., 2012). Positive clones were
selected, and their DNA inserts were sequenced using a
Roche 454 GS FLX Ti sequencer (454 Life Sciences,
Branford, CT, USA) at Life Sequencing SL (Valencia, Spain)
or completely sequenced using universal primers and sub-
sequent primer walking. In all cases, upon completion
of sequencing, the reads were assembled to generate
non-redundant metasequences using Newbler GS De
Novo Assembler v.2.3 (Roche). The GENEMARK software
(Lukashin and Borodovsky, 1998) was employed to predict
potential protein-coding regions (open reading frames with
≥ 20 amino acids) from the sequences of each assembled
contig, and deduced proteins were screened via BLASTP and
PSI-BLAST (Altschul et al., 1997). MGS-encoding enzymes
were deposited in GenBank under the accession numbers
KF831414 – KF831421.
General methods
The cloning, expression and purification of selected proteins
using the p15TV-Lic vector and E. coli BL21(DE3) Codon
Plus-RIL (for MGS-M4 and MGS-M5) and Ek/LIC 46 and
E. coli BL22 (for MGS-M1, MGS-M2, MGS-B1, MGS-K1
and MGS-HA1) or Rosseta (for MGS-MT1) were performed
as described elsewhere (Alcaide et al., 2013) using the
primer pairs described in Table S5. Purity was assessed
as > 98% by SDS-PAGE. Note that after purification,
MGS-MT1, MGS-K1 and MGS-B1 were required to be main-
tained in 50 mM HEPES [4-(2-hydroxyethylpiperazine-1-
ethanesulphonic acid] pH 7.0 containing 0.8 M NaCl to
ensure protein stability. All chemicals used for enzymatic
tests were of the purest grade available and were purchased
from Fluka-Aldrich-Sigma Chemical Co. (St Louis, MO, USA)
or Apin Chemicals (Oxon, UK) (Alcaide et al., 2013). EST
activity was assayed using 1 mM p-nitrophenyl (pNP) esters
(at 410 nm) and structurally diverse esters other than pNP
esters (at 540 nm) using substrates and conditions as previ-
ously described (Alcaide et al., 2013). GLY activity was deter-
mined using 1 mM pNP sugars (at 410 nm) as described
elsewhere (Del Pozo et al., 2012). LDH activity was assayed
by a colorimetric assay in which the conversion of pyruvate to
lactate was determined using a LDH kit (Sigma Chemical
Co., St. Louis, MO, USA) to follow the release of NAD+ at
340 nm in a reaction mixture containing 0.4 mM nicotinamide
adenine dinucleotide (NADH) and 5 mM sodium pyruvate.
AKR activity was determined routinely by monitoring the
decrease in absorbance at 340 nm in an assay mixture con-
taining the corresponding substrate (1 mM) and 0.4 mM
NADPH. Unless otherwise stated, pNP-propionate (1 mM; for
EST activity), pNP-β-D-glucose (30 mM; for GLY activity),
sodium pyruvate (5 mM; for LDH activity) and methyl glyoxal
(1 mM; for AKR activity) were used as standard assay
substrates. The optimal pH, temperature and salt (NaCl) con-
centrations (see Table 1) were used for standard assay reac-
tions and specific activity determinations (see Fig. S2). pH
values between 4.0 and 11.0 (at the optimal temperature),
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temperatures between 4 and 80°C (at the optimal pH), and
NaCl, KCl and MgCl2 concentrations of up to 4 M (at the
optimal pH and temperature) were tested for optimal param-
eter determinations using the standard assay substrates (for
details Table 1). For pH and temperature optima determina-
tions, the assay buffers were supplemented with NaCl, which
was used as model salt, at the optimum concentration or not
supplemented (Table 1).
Unless stated otherwise, reactions were conducted using
0.005–2 μg of pure proteins; the absorbance was determined
every 1 min for a total time of 15 min. All reactions were
performed in triplicate, and one unit (U) of enzyme activity
was defined as the amount of enzyme transforming 1 μmol of
substrate in 1 min under the assay conditions. All values were
corrected for non-enzymatic hydrolysis (background rate).
Pressure perturbation studies
The effect of hydrostatic pressure was further analysed by
placing the reactions into a high-pressure incubating system
that consists of 2 ml of high-pressure cell connected to a
pressure generator (High Pressure Equipment, Erie, PA,
USA) that is capable of generating a pressure of up to
10 000 psi. Briefly, 20 ml of standard assay buffer (see
Table 1) containing 30 mM pNP-β-D-xylose (for MGS-M3),
1.0 mM pNP-propionate (for ESTs), 5 mM sodium pyruvate
and 0.4 mM NADH (for MGS-M4) or 1.0 mM methyl glyoxal
and 0.4 M NADH (for MGS-M5) was freshly prepared. Next,
0.32–540 μg of pure protein (depending on the enzyme)
was added. Two millilitres of the reaction mixture was
immediately transferred to high-pressure-maintaining reac-
tors, and another 2 ml was held at atmospheric pressure.
The experiments were performed at 25°C and at a salt
(NaCl/KCl) concentration similar to that found at the sam-
pling site [Fig. 1; 39–348 practical salinity units (PSUs)]. In
all cases, reactions without protein were used as negative
controls. After incubation for a total of 5–30 min (depending
on the enzyme), the samples were depressurized, and the
extent of the reaction was monitored by spectrophotometer
measurements at 410 nm. All experiments were performed
in triplicate.
Protein purification, crystallization and
structure determination
The ESTs MGS-M1, MGS-M2 and MGS-MT1, the LDH MGS-
M4, and the AKR MGS-M5 were expressed and purified
according to the procedures described by Lai and colleagues
(2011). The purified His6-tagged MGS-M1, MGS-M2, MGS-
MT1, MGS-M4 and MGS-M5 enzymes were crystallized
using the sitting drop method, Intelliplate 96-well plates and a
Mosquito liquid handling robot (TTP LabTech), which mixed
0.5 μl of protein between 21 to 27 mg ml−1 with 0.5 μl of the
reservoir solution. The reservoir solutions were as follows:
MGS-M1 – 20% potassium fluoride, 20% (w/v) polyethylene
glycol (PEG) 3350; MGS-M2 – 0.1 M sodium HEPES pH 7.5,
1.4 M sodium citrate, thermolysin protease; MGS-MT1 –
0.1 M MES pH 6.0, 20% (w/v) PEG 10K; MGS-M4 – 0.1 M
Tris pH 8.5, 0.2 M ammonium sulphate, 25% (w/v) PEG
3350, tobacco etch virus protease; MGS-M5 – 0.1 M sodium
cacodylate pH 6.5, 0.2 M calcium acetate, 9% PEG8 K,
trypsin protease. The crystals were cryo-protected with res-
ervoir solution supplemented with either 12% glycerol, 15%
ethylene glycol or Paratone-N oil prior to flash freezing in an
Oxford Cryosystems Cryostream. Diffraction data were col-
lected at 100K and the Cu Kα emission wavelength using a
Rigaku HF-0007 rotating anode with a Rigaku R-AXIS IV++
detector. Diffraction data were reduced with either HKL3000
(Minor et al., 2006) or XDS (Kabsch, 2010) and SCALA (Evans,
2006). The structures were determined by molecular replace-
ment using the following Protein Databank (PDB) codes:
MGS-M1 – 3HXK, MGS-M2 – 2XUA, MGS-MT1 – 3V9A,
MGS-M4 – 4FZI, and MGS-M5 – 1LDN. Electrostatic surface
representations were calculated using the PDB2PQR server
(Dolinsky et al., 2004) with the Assisted Model Building and
Energy Refinement (AMBER) force field and otherwise
default settings. Substrate-binding cavity volumes were cal-
culated by the CASTp server (Dundas et al., 2006).
Structural homologues in the PDB were identified using
the PDBeFold server (Krissinel and Henrick, 2004). For
halophilic and thermophilic adaptation analysis, we excluded
from all analyses residues within 10 Å of the catalytic serine
in the α/β hydrolase enzymes or within 5 Å of the bound
substrate in the AKR prostaglandin F synthase (PDB 1RY0)
to remove sequence substitutions due to substrate-binding
differences. Surface or core classification was assigned after
calculation of the solvent-accessible surface area (SASA) by
NACCESS (http://www.bioinf.manchester.ac.uk/naccess);
residues with > 10 Å2 SASA were assigned as surface resi-
dues. The difference in hydrophobic core burial was calcu-
lated by comparing the apolar buried surface area in the
hydrophobic core using NACCESS with the unfolded state
SASA calculated by the unfolded server (http://folding
.chemistry.msstate.edu/utils/unfolded.html) (Creamer et al.,
1997). Multiple sequence alignments were constructed using
the CLUSTALW2 tool (http://www.ebi.ac.uk/clustalw/index.html)
integrated into the BIOEDIT 7.0.9.1 software (Hall, 1999) and
GENO3D (Combet et al., 2002). X-ray diffraction statistics can
be found in Table S6. The structural coordinates reported will
appear in the PDB under accession codes 4Q3K, 4Q3L,
4Q3M, 4Q3N and 4Q3O.
CD
CD spectra were acquired between 190 and 255 nm with a
Jasco J-720 spectropolarimeter equipped with a Peltier tem-
perature (from 4 to 95°C) controller, employing 0.1 cm of path
cell, at 25°C. The protein concentration was determined
spectrophotometrically (at 280 nm) according to the corre-
sponding amino acid sequence (http://www.expasy.org/tools/
protparam.html). Protein solutions were prepared in 50 mM
HEPES buffer pH 7.0; for MGS-B1 and MGS-MT1, 0.8 M
NaCl was added to the buffer to ensure protein stability
during the assay. Spectra were analysed and denaturation
temperatures were determined at 220 nm, as reported (Pace
and Scholtz, 1997; Schmid, 1997).
Construction of a neighbour-joining tree and
oligonucleotide usage pattern analysis
Multiple protein alignments were performed using the
CLUSTALW program built into the BIOEDIT software version
10 M. Alcaide et al.
© 2014 Society for Applied Microbiology and John Wiley & Sons Ltd, Environmental Microbiology
7.0.9.0 (Hall, 1999). Phylogenetic analysis of protein
sequences was conducted with the MEGA 4.0 software
(Tamura et al., 2007) using the neighbour-joining tree method
and sampling of 1000 trees for bootstrapping and Poisson
correction. DNA sequences of contigs were searched against
all sequenced bacterial chromosomes, plasmids and phages
for oligonucleotide compositional similarity using the GOHTAM
web tool (Menigaud et al., 2012).
Conclusions
Since their discovery in 1983 (De Lange and Ten Haven,
1983; MEDRIFF Consortium, 1995; Wallmann et al., 1997),
the number of Mediterranean deep-sea hypersaline lakes
that have been described has grown constantly (Chamot-
Rooke et al., 2005; Yakimov et al., 2007; La Cono et al.,
2011; Yakimov et al., 2013). The surface of these brine lakes
lies 3.0–3.5 km below sea level, and the salinity of the
brines is 5–13 times higher than that of seawater. These
lakes are characterized by a moderate-temperature gradient
that consistently ranges from 13 to 16.5°C. Microbial popu-
lations inhabiting such ancient ecosystems are adapted to
operate under harsh physical and chemical conditions, par-
ticularly high salinities and high pressures (Daffonchio et al.,
2006; Smedile et al., 2013; Yakimov et al., 2013). These
conditions are incompatible with life for common marine
microorganisms (Harrison et al., 2013); however, although
increasing evidence suggests that these environmental con-
straints may impact organism and protein evolution and
properties, how and why this process occurs remains to be
fully elucidated. The main reason for this lack of knowledge
is that the overwhelming majority of autochthonous
microbiota resist cultivation, and only a few isolates and
enrichments have been obtained from these basins thus far
(Antunes et al., 2003; 2007; 2008; Albuquerque et al., 2012;
Yakimov et al., 2013; Werner et al., 2014).
The biochemical knowledge generated in this study dem-
onstrated that pressure had a marked and consistent effect
on the temperature profiles of enzymes from microorganisms
inhabiting deep-sea salt-saturated habitats. Thus, by exam-
ining the two variables of pressure resistance and optimal
temperature, we noticed that the effect of salt, e.g. 348 prac-
tical salinity units (PSU), is demonstrated by the link between
high pressure and high thermal adaptations. Crystal structure
analysis of five enzymes further demonstrated that the salin-
ity level and the protein sequence/structure may play addi-
tional significant roles in defining the temperature profile by
unknown structural adaptation mechanisms. Manipulating
these factors may allow expansion of the lower and upper
thermal tolerance limits of microbes inhabiting deep-sea salt-
saturated lakes. Notably, marine enzymes that are most
active at temperatures as high as 85–130°C have only been
identified in deep-sea hydrothermal vent chimneys, whereas
the optimal temperatures range from 4 to 60°C for the other
deep-sea enzymes reported thus far (Table S1). Neverthe-
less, although pressure-enhanced activity has been reported
in some hyperthermophilic proteins (Michels and Clark,
1997), no examples of proteins that are most active at ≥ 70°C
(resembling thermophiles), such as the MGS-M2 enzyme
herein reported, have been identified in deep-sea regions
other than deep-sea hydrothermal vent chimneys with salini-
ties < 40 PSU.
We hypothesize that the data generated herein may help
with the design of new cultivation strategies for the isolation
of new thermophiles from moderately warm (14.0–16.5°C)
salt-saturated deep-sea lakes. Furthermore, the present
study reported the largest set of structures of deep-sea pro-
teins from uncultivable bacteria inhabiting hypersaline lakes
(348 PSU) and the hadopelagic water column of the
Eastern Mediterranean Sea; these results may provide
future implications for our understanding of deep-sea
protein adaptation, reaction mechanisms and substrate
preferences.
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Fig. S1. pH profiles of wild-type enzymes. The specific
activities were calculated in triplicate as described in the
Experimental procedures. The standard deviation (SD) is
shown. The 100% activity is as shown in Table 1. Note: due to
protein instability at low pH, the pH profile for MGS-M5 could
not be obtained; preliminary test reactions indicated pH 8.0
(50 mM Tris-HCl) as being the most suitable buffer for activity
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determinations, and this value was used as the standard
buffer for this enzyme.
Fig. S2. Substrate profiles of the enzymes with a set of
structurally diverse substrates. The specific activities were
calculated in triplicate as described in the Experimental pro-
cedures, using the standard assay conditions (see also
summary conditions in Table 1). Mean values (in log scale)
are given. The standard deviation (SD) is not shown due to
the logarithmic scale, but it is ≤ 0.23%. Note: using standard
conditions for MGS-M3, no activity was detected using
pNP-α-glucose, pNP-α-maltooligosaccharides (C2 to C6),
pNP-α-galactose, pNP-β-galactose, pNP-α-xylose, pNP-
β-arabinopyranose, pNP-α-rhamnose, pNP-α-mannose,
pNP-β-mannose, pNP-α-fucose, pNP-β-glucuronide, car-
boxymethyl cellulose, laminarin, lichenan and crystalline
cellulose.
Fig. S3. Comparison of the structures of MGS enzymes
crystallized in this study and their structural homologues
revealed by structure similarity searches. Enzymes are
shown as cartoon representations. Arrows refer to the loca-
tions of the catalytic serine (for esterases in top row) or the
NADPH/NADH and substrate-binding sites (for bottom row
enzymes).
Fig. S4. Comparison of putative active sites of MGS
enzymes crystallized in this study and their structural
homologues revealed by structure similarity searches. Sticks
are shown for bound substrates and residues predicted to
participate in catalytic reactions and/or interact with sub-
strates. The catalytic triads for the esterases in the top row
are labelled. The substrate-binding canals for MGS-M2
and HsaD are also shown in solvent-accessible surface
representations, coloured by electrostatic potential,
highlighting the disparate charge features, which are shown
under their respective cartoon images. The non-NADH/
NADPH substrate-binding residues for 2,5-DKGR and LDH,
plus the equivalent residues in MGS-M4 and MGS-5, are
labelled.
Table S1. General features of reported enzymes isolated
from deep-sea regions. The data are based on bibliographic
records that are specifically cited.
Table S2. Hydrochemistry of selected deep-sea regions,
deep-sea libraries and esterase screening statistics.
Table S3. General features and residues potentially involved
in catalysis, substrate recognition and thermal and halophilic
adaptations in the proteins investigated.
A. General features of esterase-like proteins.
B. Percentage of identity between esterases with the α/β
hydrolase fold as determined by the Matcher (EMBOSS
package). Matches/alignment lengths (% identity) are specifi-
cally indicated.
C. General features of proteins characterized from the Medee
basin other than esterases.
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crystal structures.
E. Halophilic adaptations for proteins with determined crystal
structures.
F. High-pressure adaptations for proteins with determined
crystal structures.
Table S4. Compositional similarities between the DNA frag-
ments containing the genes of interest and bacterial
genomes as shown by GOHTAM and TBLASTX analyses.
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Appendix S1. Supplementary Results and Discussion.
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En la línea de trabajo de identificar enzimas de interés en ambientes poco explorados, en este cuarto
capítulo se presenta la identificación y caracterización de 3 esterasas de la super-familia de las α/β-hidrolasas
de una comunidad bacteria de las branquias de una especie de gamba, Rimicaris exoculata, que vive a 2,320
m de profundidad en zonas cercanas a una chimenea hidrotermal en la cuenca de la Dorsal Mesoatlántica. R.
exoculata vive en zonas cercanas a las chimeneas en el gradiente entre los fluidos hidrotermales y el agua
marina, que tiene una temperatura entre 3 y 25ºC (media de 8.7ºC), y una salinidad de aproximadamente 23
g/l de sal (inferior a la del agua de mar). Hasta la fecha, no se han identificado y caracterizado enzimas de
bacterias que viven asociadas a la superficie (epibiontes) de macro-organismos que habitan ambientes
marinos profundos.
Desde un punto de vista metodológico se han empleado todas las técnicas descritas en el resumen del
Capítulo 2, junto con estudios de dicroísmo circular para calcular la temperatura de desnaturalización de las
proteínas y estudios de la actividad específica a altas presiones (empleados también en el Capítulo 3). Tras
rastrear con un sustrato modelo (acetato de naftilo) un total de 27,200 clones (816 Mpb) se obtuvieron 10
clones positivos. Esto supone una incidencia de 1 clone positivo por cada 2,720 clones. Tras la secuenciación
del DNA contenido en los mismos se identificaron 3 genes que codificaban presuntas esterasas de la super-
familia de las α/β-hidrolasas. La masa molecular y el punto isoeléctrico de las enzimas estudiadas oscila
entre 31,792 y 84,278 Da, y 5.55 y 6.21, respectivamente. A nivel de secuencia las enzimas identificadas y
analizadas presentan homologías a nivel de identidad entre el 41% y el 72% con otras descritas en las bases
de datos y entre el 11.9 y 63.7% entre sí. El pH óptimo varía entre 8.0 y 8.5, la temperatura óptima de
actividad oscila entre los 30 y los 50ºC y las concentraciones de sal (NaCl) para actividad óptima varían
entre 0 y 3.6 M.
Entre los resultados más relevantes en este trabajo hemos demostrado que el estudio de actividades
enzimáticas en ambientes no estudiados con anterioridad puede proporcionar no solo nuevos conocimientos
a nivel básico sino también aplicado. A nivel básico los estudios presentados en este capítulo revelan por
primera vez las características de enzimas de un grupo taxonómico, concretamente proteobacterias
relacionadas con el género Thiothrix/Leucothrix, que pertenece a una región del árbol filogenético poco
caracterizado a nivel bioquímico. Así se ha demostrado que las esterasas de estas bacterias muestran
actividad enzimática a mayor temperatura, salinidad y presión que otras enzimas de otras bacterias aisladas
del mismo ambiente. Desde un punto de vista biotecnológico, y tras el estudio comparativo con una
biblioteca de 131 ésteres y 31 esterasas y lipasas descritas en la bibliografía, comerciales o descritas en los
capítulos anteriores de esta Tesis Doctoral, se ha profundizado en dos preguntas: i) si la especificidad de
sustrato de las enzimas viene marcada por las condiciones geoquímicas de los ambientes de procedencia; y
ii) si R. exoculata contiene enzimas con potencial biotecnológico. Los datos experimentales presentados
sugieren ambos hechos, que son inéditos en la bibliografía.
El CD adjunto a esta Memoria contiene Material Suplementario relacionado con este Capítulo.
CAPÍTULO 5
2ESTERASAS DE Rimicaris exoculata
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Identification and Characterization of Carboxyl Esterases of Gill
Chamber-Associated Microbiota in the Deep-Sea Shrimp Rimicaris
exoculata by Using Functional Metagenomics
María Alcaide,a Anatoli Tchigvintsev,b Mónica Martínez-Martínez,a Ana Popovic,b Oleg N. Reva,c Álvaro Lafraya,a* Rafael Bargiela,a
Taras Y. Nechitaylo,d Ruth Matesanz,e Marie-Anne Cambon-Bonavita,f Mohamed Jebbar,g Michail M. Yakimov,h Alexei Savchenko,b
Olga V. Golyshina,i Alexander F. Yakunin,b Peter N. Golyshin,i Manuel Ferrer,a for The MAMBA Consortium
Consejo Superior de Investigaciones Científicas (CSIC), Institute of Catalysis, Madrid, Spaina; Department of Chemical Engineering and Applied Chemistry, University of
Toronto, Toronto, Ontario, Canadab; Department of Biochemistry, University of Pretoria, Pretoria, South Africac; Insect Symbiosis Research Group, Max Planck Institute for
Chemical Ecology, Jena, Germanyd; Centro de Investigaciones Biológicas, CSIC, Madrid, Spaine; Ifremer, Centre de Brest, Laboratoire de Microbiologie des Environnements
Extrêmes, REM/DEEP/LM2E, UMR 6197 (Ifremer-CNRS-UBO), ZI de la Pointe du Diable, Plouzané, Francef; Université de Bretagne Occidentale, Laboratoire de Microbiologie
des Environnements Extrêmes-UMR 6197 (CNRS-Ifremer-UBO), Plouzané, Franceg; Institute for Coastal Marine Environment, CNR, Messina, Italyh; School of Biological
Sciences, Bangor University, Gwynedd, United Kingdomi
The shrimp Rimicaris exoculata dominates the fauna in deep-sea hydrothermal vent sites along the Mid-Atlantic Ridge (depth,
2,320 m). Here, we identified and biochemically characterized three carboxyl esterases frommicrobial communities inhabiting
the R. exoculata gill that were isolated by naive screens of a gill chamber metagenomic library. These proteins exhibit low to
moderate identity to known esterase sequences (<52%) and to each other (11.9 to 63.7%) and appear to have originated from
unknown species or from genera of Proteobacteria related to Thiothrix/Leucothrix (MGS-RG1/RG2) and to the Rhodobacter-
aceae group (MGS-RG3). A library of 131 esters and 31 additional esterase/lipase preparations was used to evaluate the activity
profiles of these enzymes. All 3 of these enzymes had greater esterase than lipase activity and exhibited specific activities with
ester substrates (<356 Umg1) in the range of similar enzymes. MGS-RG3 was inhibited by salts and pressure and had a low
optimal temperature (30°C), and its substrate profile clustered within a group of low-activity and substrate-restricted marine
enzymes. In contrast, MGS-RG1 andMGS-RG2 were most active at 45 to 50°C and were salt activated and barotolerant. They
also exhibited wider substrate profiles that were close to those of highly active promiscuous enzymes from amarine hydrother-
mal vent (MGS-RG2) and from a cold brackish lake (MGS-RG1). The data presented are discussed in the context of promoting
the examination of enzyme activities of taxa found in habitats that have been neglected for enzyme prospecting; the enzymes
found in these taxa may reflect distinct habitat-specific adaptations andmay constitute new sources of rare reaction specificities.
Metagenomics provides a means for the discovery of entirelynew enzymes in microorganisms and their communities
without the need to culture these microorganisms as individual
species, which is technically very difficult (1–5). Although the dis-
covery of new enzyme activities has progressed considerably (6), it
has not managed to go beyond the effective identification of en-
zymatic activities at a rather limited number of environmental
sites. While an extensive search in the specialized literature and
public databases indicated that microbial communities from ap-
proximately 1,800 different sites worldwide have been examined
for their genomic content, only in approximately 200 of those
locations (11% of the total) have new active clones or enzymes
been identified and/or partially characterized. Thus, only a tiny
fraction of the Earth’s biosphere has been explored for the purpose
of enzyme discovery, despite the fact that natural microbial diver-
sity has been recognized to be the major source of new microbes
(7). Such diversity also contains novel genes and functions (8)
whose activities remain mostly unknown but whose potential to
contribute to an innovation-based economy is recognized (9, 10).
One of the habitats less explored to date in terms of examining
enzyme repertoires is the deep-sea realm, where microbial com-
munities are shaped by salinity, pressure, and temperature (11).
The examination of a set of enzymes recently collected from free-
living bacteria from a number of deep-sea, salt-saturated marine
habitats (3) reveals that deep-sea marine habitats harbor broad
biochemical diversity reflective of the unique environmental con-
ditions under which they evolved. An investigation of these en-
zymes also demonstrates that enzymesmay constitute goodmodel
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systems for understanding protein functionality and adaptation
under multiple extremes. Although the deep sea is also home to
macroorganisms and their associatedmicrobial communities (12,
13), to our knowledge, no previous investigation of the character-
istics and habitat-specific adaptations of enzymes from microbial
communities associated with deep-sea macroorganisms has been
reported.Moreover, only a small number of enzymes frommarine
sponge- and marine mollusc-associated bacterial communities
(14–18) have been characterized, none of which were isolated
from marine habitats below a depth of 200 m. Most of these en-
zymes, for which limited biochemical data are available, show
significant homology (54 to 100%) to known proteins, are halo-
tolerant, and exhibit an activity-stability trade-off observed in
cold-adapted enzymes (16); however, limited biochemical infor-
mation is knownwith respect to their substrate profiles. Thus, our
understanding of themetabolic significance and protein function-
ality of bacterial enzymes associated with macroorganisms living
within extreme deep-sea habitats is limited.
In this study, we analyzed enzymes from the shrimp Rimicaris
exoculata (Williams and Rona, 1986), which dominates the fauna
at many hydrothermal vent sites along the Mid-Atlantic Ridge
(2,320 m depth). R. exoculata thrives along deep chimney walls
in the gradient between hydrothermal fluids and cold, oxygen-
ated, and slightly saline ambient waters (19). Based on functional
gene surveys, it was found that shrimp specimens, including adult
R. exoculata, host a dense bacterial community within their gill
chambers (12). Such bacteria are known to provide energy and
nutrients for the eukaryotic host by cometabolizing inorganic and
organic compounds (e.g., H2 and CH4) directly discharged by the
hydrothermal system (20–24) or obtained from the water column
(25, 26). It remains to be determined, however, how the multiple
collective pressures characterizing the habitat in which R. exocu-
lata thrives impact the properties and functional characteristics of
microbial enzymes such as those from the gill chamber environ-
ment. Following on from this, we aimed to understand the influ-
ence of marine conditions, particularly the combined effects of
salt, pressure, and temperature, on the properties and functional
characteristics of enzymes, as well as to increase the number of
characterized enzymes from deep-sea environments. We se-
quenced and analyzed the biochemical characteristics of three
bacterial carboxyl esterases with an / hydrolase fold that were
identified by naive screens of deep-sea microbiota associated with
the gill chambers of R. exoculata shrimp inhabiting hydrothermal
fluids along the Mid-Atlantic Ridge (Fig. 1). These enzymes first
were selected as model enzymes for study because they have been
reported to be suitable enzymes to investigate protein functional-
ity and adaptation to polyextremes (3), particularly as a function
of temperature, salt, and pressure in deep-sea habitats. In this
context, our recent investigation examining the characteristics of a
set of esterases has provided the first clear evidence suggesting
that, in salt-saturated deep-sea habitats, the adaptation to high
pressure is linked to high thermal resistance by unknown struc-
tural adaptation mechanisms (3). Therefore, understanding the
characteristics of other deep-sea enzymes, particularly esterases
for which multiple biochemical data are available compared to
other deep-sea enzymes (3),might help in understanding the phe-
nomenon of protein versatility and adaptability to different poly-
extremes. Second, esterases were selected because they are ubiq-
uitous enzymes that are widespread in nature (at least one per
genome), multiple commercial preparations that are used at in-
dustrial scale are available, and biochemical data of such enzymes
from a number of marine habitats (3, 27, 28) have been reported
recently, which collectively may assist to perform an extensive
comparative analysis. Finally, they are of great interest as biocata-
lysts for chemical synthesis (29). A comparative analysis using a
set of 31 different enzymes with esterase and lipase activity, in-
cluding enzymes frommarine (deep-sea, hydrothermal vent, and
superficial seawater) and brackish water habitats and commercial
FIG 1 Global map displaying the locations of the deep-sea sites at which specimens of R. exoculata were sampled. Hydrochemistry data for the Mid-Atlantic
Ridge (19, 20) are the following: density, 1.000 g liter1; depth, 2,320 m; total salinity, 23.03 g kg1 (Na, 12.71 g kg1; K, 0.79 g kg1; Ca2, 2.67 g kg1; Cl,
12.75 g kg1; Mg2, 0 g kg1; SO4
2, 0 g kg1); temperature (average), 8.7°C; pH, 7.0 to 8.0. (Map reproduced with permission from Ifremer; photograph
reproduced with permission from Ifremer-Victor/Exomar 2005.)
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preparations, allowed us to infer habitat-specific features of the
gill-associated bacterial enzymes as well as to evaluate their spec-
ificities and reactivities. Note that two of the enzymes reported in
this study originate from an unknown species or possibly from
genera related to Thiothrix and/or Leucothrix, a group of organ-
isms largely neglected with respect to enzyme discovery; only a
small number of isolates from these genera are available, and no
enzymes from these genera have been characterized.
MATERIALS AND METHODS
Metagenomic library, metagenome screening, and sequence analysis.
Gill chamber sampleswere collected fromR. exoculata specimens found at
locations in the western flank of the Rainbow Ridge in the Atlantic Ocean
(36°14=N, 33°54=W; 2,320 m depth; MAR site), where the average seawa-
ter temperature is 8.7°C (ranging from3 to 25°C) (Fig. 1) (19). Total DNA
was extracted from the gill chambers of the collected specimens as previ-
ously described (19); from this DNA, a large-insert pCCFOS1 fosmid
library was generated using the Escherichia coli EPI300-T1R strain (Epi-
centre Biotechnologies; Madison, WI, USA), and the library was scored
for the ability to hydrolyze -naphthyl acetate and tributyrin (27, 30).
Positive clones were selected, and their DNA inserts were sequenced using
a Roche 454 GS FLX Ti sequencer (454 Life Sciences, Branford, CT, USA)
at Life Sequencing SL (Valencia, Spain) or were completely Sanger se-
quenced using universal primers and subsequent primer walking. Upon
completion of sequencing, the reads were assembled to generate nonre-
dundant metasequences using Newbler GS De Novo Assembler v.2.3
software (Roche, Branford, CT, USA). GeneMark software (31) was
employed to predict potential protein-coding regions (open reading
frames [ORFs] with20 amino acids) from the sequences of each assem-
bled contig, and deduced proteins were screened using BLASTP and PSI-
BLAST searches (32). Multiple protein alignments were performed using
the ClustalW program built into BioEdit software, version 7.0.9.0 (33).
Domains with a significant propensity to form transmembrane helices
were identified with TMpred software (ExPASy, Swiss Institute of Bioin-
formatics) (34).
Protein expression and purification. The cloning, expression, and
purification of selected proteins using the p15TV-Lic vector and E. coli
BL21(DE3) Codon Plus-RIL (for MGS-RG3) and Ek/LIC 46 and E. coli
BL22 (for MGS-RG1 andMGS-RG2) were performed as described previ-
ously (27) using the following primer pairs:MGS-RG1Fwd (5=-GACGAC
GAC AAG ATG ACT GAT TTG TTA CC-3=), MGS-RG1Rev (5=-GAG
GAG AAG CCC GGT CAA ATC AAA AC-3=); MGS-RG2Fwd (5=-ATG
ATG AAA AAT ATG TCA GAA TTA CC-3=), MGS-RG2Rev (5=-TTA
TTT TAA TAT TTT TTG TAG CCA TGC C-3=); and MGS-RG3Fwd
(5=-TTG TAT TTC CAG GGC ATG CAG GAA CTT CCC GAT GC-3=),
MGS-RG3Rev (5=-CAAGCT TCGTCA TCAGGTCCGGAACCGCGC
CTT G-3=). Purity greater than 98% was obtained after a single His6 tag
purification step (see Fig. S1 in the supplemental material). After purifi-
cation, all enzymesweremaintained at a concentration of 2mgml1 in 50
mM 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES) buf-
fer, pH 7.0; the protein stock solution was stored at 20°C until it was
used in assays. All chemicals used for enzymatic tests were of the purest
grade available and were purchased from either Fluka-Aldrich-Sigma
Chemical Co. (St. Louis, MO, USA) or Apin Chemicals (Oxon, United
Kingdom).
Hydrolase assays. Carboxyl esterase activity was assayed using p-ni-
trophenyl (pNP) esters (read at 410 nm) and structurally diverse esters
other than pNP esters (read at 540 nm) in 96-well plates as previously
described (27). Unless stated otherwise, standard assay reactions were
conducted by adding 2 l of the 2 mg ml1 protein stock solution to an
assay mixture containing 2 l of ester stock solution (100 mM in acetone
[for pNP esters] or acetonitrile [for other esters]) in 196 l of 50 mM
Tris-HCl buffer, pH 8.0 (for pNP esters), or 5 mM N-(2-hydroxyethyl)
piperazine-N=-(3-propanesulfonic acid) (EPPS) buffer, pH 8.0 (for other
esters). The final volume of the assay was 200l, and the final protein and
substrate concentrations were 10 g ml1 and 1 mM, respectively. All
assays were conducted at pH 8.0 at the optimal temperature for each
enzyme (MGS-RG1, 45°C; MGS-RG2, 50°C; MGS-RG3, 30°C). In all
cases, absorbance was determined using a microplate reader every 1 min
for a total time of 15 min (Synergy HT multi-mode microplate reader;
BioTek). All reactions were performed in triplicate. One unit of enzyme
activity was defined as the amount of enzyme required to transform 1
mol of substrate in 1 min under the assay conditions. All values were
corrected for nonenzymatic hydrolysis (background rate). If not other-
wise stated, 1 mM pNP-propionate was used as the standard assay sub-
strate for the determination of the conditions under which each enzyme
displayed activity; pH values between 4.5 and 9.0 (at the optimal temper-
ature), temperatures between 4 and 80°C (using 50 mM Tris-HCl buffer,
pH 8.0), andNaCl, KCl, andMgCl2 concentrations of up to 4M (using 50
mMTris-HCl buffer, pH 8.0, and optimal temperatures) were tested. The
buffers used to determine the optimal pH for each enzyme have been
described previously (3, 27).
Pressure perturbation studies. The effect of hydrostatic pressure on
enzymatic activity was analyzed by placing the reaction mixtures in a
high-pressure incubating system consisting of a 2-ml high-pressure cell
connected to a pressure generator (High Pressure Equipment, Erie, PA,
USA) capable of generating pressures of up to 10,000 lb/in2. Two pressure
values were examined: 23,000 and 35,000 kPa. A total of 20 g of pure
protein was added to 20 ml of freshly prepared 50 mM Tris-HCl buffer,
pH8.0, containing 1.0mM pNP-propionate. A total of 2ml of the reaction
mixture was immediately transferred to the high-pressure reactor, and a
separate 2-ml aliquot of the mixture was kept at atmospheric pressure.
The experiments were performed at 25°C. In all cases, reactions without
protein were used as negative controls. After incubation for 5 min, the
samples were immediately depressurized, and the extent of the reaction
was monitored by spectrophotometry at 410 nm (as described above). All
experiments were performed in triplicate. Note that reactions were per-
formed in (i) the absence of salt, (ii) the presence of 23.03 g kg1 NaCl,
which corresponds to the habitat salinity (19), and (iii) the presence of
NaCl concentrations required for optimal enzyme activity. In all three
cases, similar effects by pressure on enzyme activity were found, and only
data in the absence of salt are presented.
CD. Circular dichroism (CD) spectra were acquired between 190 and
255 nm using a Jasco J-720 spectropolarimeter equipped with a Peltier
temperature controller (4 to 95°C); the spectra were obtained using a
0.1-cm-path cell and were conducted at 25°C. The protein concentration
was determined spectrophotometrically at 280 nm in accordance with the
amino acid sequence of the protein (www.expasy.org/tools/protparam
.html). The spectra were analyzed, and denaturation temperatures were
determined in 50 mM HEPES buffer, pH 7.0, at 220 nm as previously
reported (35, 36).
Taxonomic binning. Protein-coding genes in fosmid sequences were
predicted using GeneMark software (31) and the antiSMASH server (37)
and then were checked manually using the Artemis browser (38). The
predicted protein sequences were aligned against the National Center for
Biotechnology Information nonredundant (NCBI nr) database using a
BLASTP search. Taxonomic binning of the orphan sequences in fosmids
was performed by summarizing the top significant BLASTP hits with E
values of0.00001. Additionally, genes encoding esterases and their clos-
est homologs identified by BLASTP were compared by patterns of codon
usage biases predicted using a Web-based codon usage calculator (39).
Composition-based binning of fosmids was performed using the GOH-
TAM web server (40). The dissimilarity in synonymous codon usage be-
tween two geneswas calculated as the Pearson correlation between vectors
of fraction values for 59 codons (41). Compositional similarity between
fosmid insert sequences was estimated using the SeqWord Genome
Browser (42).
Sequence and substrate profile distributions.Multiple protein align-
ment was conducted using the MUSCLE application in BioEdit software
(33) with default settings (43). The resulting alignment then was used for
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phylogenetic reconstruction. A neighbor-joining tree was constructed in
MEGA v.6.06 (44) using the settings for the Poisson model and homoge-
nous patterning between lineages. Bootstrap analysis was done with 1,000
sample trees. The scale bar in the figure reflects the number of substitu-
tions per position. Clustering of the substrate spectral profile based on a
binomial distribution of the presence or absence of activity for particular
ester substrates was performed, and Pearson’s correlation coefficient was
used to calculate the distances.
Nucleotide sequence accession numbers. The DNA sequences of the
carboxyl esterase-positive metagenomic DNA fragments and the poly-
peptide sequences of the enzymes were deposited in GenBank under the
accession numbers KF831416 (for MGS-RG1), KF831417 (for MGS-
RG2), and KC986402 (for MGS-RG3).
RESULTS
Metagenome library construction and screening for carboxyl
esterase activity. A subset of the 27,200 clones from the R. exocu-
lata gill chamber microbiome library generated in this study,
which included nearly 816 Mbp of community genomes, was
scored for the ability of individual clones to hydrolyze -naphthyl
acetate, as reported previously (30). The subset of clones also was
screened for carboxyl esterase activity using tributyrin plates (30).
Hydrolysis of both substrates was indicative of esterase/lipase ac-
tivity. A total of 10 unique positive clones, corresponding to a hit
rate of 1:2,720, were identified as active; 3 of these were selected
based on activity phenotype (they were among the most active, as
judged by their halos/color formation). The inserts were se-
quenced, analyzed, and compared to the sequences available in the
public NCBI nr database (32). Three predicted metagenome se-
quence (MGS)-encoding carboxyl esterases from Rimicaris gill
chambers and with an / hydrolase fold were identified and suc-
cessfully expressed as soluble proteins in E. coli (see Fig. S1 in the
supplemental material), and their properties were investigated.
These three proteins were named MGS-RG1, MGS-RG2, and
MGS-RG3 (Table 1).
Sequence analysis of carboxyl esterases from the Rimicaris
gill chambermicrobiome. Based on BLAST searches of the NCBI
nr database, the 3 studied protein sequences belong to the /
hydrolase superfamily and had up to 58% sequence identity with
homologous proteins in this database. The MGS-RG1 and MGS-
RG2 proteins weremost similar to presumptive carboxyl esterases
from bacteria of the Thiotrichales order (41 to 58% similarity;
WP_022950445 and Protein Data Bank [PDB] code 4f21 [45]),
whereasMGS-RG3 wasmost similar to / hydrolases from Rho-
dobacteraceae (53% similarity; WP_005862880) and esterases/
lipases from uncultured bacteria (41% similarity; PDB code
3V46). The deduced molecular masses and estimated pI values of
these proteins ranged from 24.9 to 30.69 kDa and from 5.07 to
5.51, respectively (Table 1). The pairwise amino acid sequence
identity ranged from 11.94% to 63.7%;MGS-RG1 andMGS-RG2
were the most similar to each other (63.7% sequence identity),
whereas MGS-RG1 and MGS-RG3 (17.3%) and MGS-RG2 and
MGS-RG3 (11.9%) were the most divergent at the sequence level.
The selected / hydrolases contain a classical Ser-Asp-His cata-
lytic triad, but the catalytic elbow and oxyanion hole [i.e., the
GXSXGG andH/N-GGG(A)/P-Xmotifs] often diverged from the
consensus, as revealed by sequence analysis (Table 1). Nonethe-
less, the degree of sequence conservation among these catalytic
motifs and in the overall enzyme sequence was sufficient to cate-
gorize the enzymes into the following two esterase/lipase subfam-
ilies (46–48): family VI (MGS-RG1 andMGS-RG2) and family IV
(MGS-RG3) (see Fig. S2 in the supplemental material). No signif-
icant rigorously confirmed transmembrane regions were identi-
fied in any of the sequences with TMpred (34); thus, the proteins
most likely are intracellular proteins.
A search against the GOHTAM database (40) and TBLASTX
analysis revealed compositional similarities between the DNA
fragment (6,756 bp) containing the gene for MGS-RG3 with ge-
nomes of the alphaproteobacterial genus Rhodobacteraceae (best
hit score, 248), whereas the DNA fragments encoding MGS-RG1
(24,228 bp) and MGS-RG2 (29,267 bp) exhibited similarity to
chromosomal sequences of Gammaproteobacteria. A BLASTP
search demonstrated that the MGS-RG1- and MGS-RG2-coding
genesweremost similar to those found in theThiothrix/Leucothrix
genomes (49–51). DNA fragments bearing MGS-RG1, MGS-
RG2, and MGS-RG3 do not include any insertion sequence ele-
ments, integrases, or any other phage- or conjugative plasmid-
associated genes. The tetranucleotide usage patterns ofMGS-RG1
and MGS-RG2 were similar to each other and homogenous for
5,000-bp sliding windows stepping by 500 bp. MGS-RG3 was too
short for the above-described analysis of oligonucleotide word
usage patterns to be performed using the SeqWord Genome
Browser (42). The esterases encoded byMGS-RG1 andMGS-RG2
exhibited very similar synonymous codon usage, with Pearson
correlations from 0.81 to 0.84, but they were distinguishable from
patterns of synonymous codon usage biases in the homologous
genes from Thiothrix and Leucothrix; for these, the Pearson corre-
lation coefficient was in the range of 0.42 to 0.52. It may be con-
cluded that MGS-RG1 and MGS-RG2 originated from chromo-
somes of organisms closely related to the Thiothrix/Leucothrix
lineage, although these two proteins were not members of these
genera. This agrees with the close phylogenetic positioning of the
sequences encoding such esterases (see Fig. S2 in the supplemental
material).
Determination of the requirements for enzyme activity.Us-
ing pNP-propionate as a model substrate, the purified proteins
TABLE 1 General features of the enzymes and amino acid residues potentially involved in catalysis
Enzyme
Molecular
mass (Da) pI
No. of
amino acids Catalytic triad GXSXG-lipase motifa Oxyanion hole motifa
Classified
family
MGS-RG1 24,983.6 5.07 222 S118, D/E, H? G116-F117-S118-Q119-
G120-G121
H24-G25-L26-G27-A28 Possibly VI
MGS-RG2 25,363.2 5.31 225 S111, D175, H206 G109-T110-S111-V112-
E113-K114
H27-G28-L29-G30-A31 Possibly VI
MGS-RG3 30,611.2 5.51 277 S125, E218, H248 G123-D124-S125-A126-
G127-G128
H55-G56-G57-G58-Y59 Possibly IV
a Consensus GXSXG-lipase motifs are given for families (46–48). Family IV, GDSAGG; family VI, NGGPG.
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exhibited optimal activities at pH values ranging from 8.0 to 8.5
(see Fig. S3 in the supplemental material). At the optimal pH for
each enzyme, MGS-RG1 and MGS-RG2 were most active at 45
and 50°C, respectively, and retained16% activity at65°C and
4°C (Fig. 2). In contrast, MGS-RG3 was most active at lower tem-
peratures (its maximal activity occurred at 30°C) and retained
approximately 40% activity at 4°C, whereas it was strongly inhib-
ited at 45°C. The temperatures found to be optimal for the ac-
tivity of each enzyme are in agreement with the corresponding
protein-denaturing temperatures, as determined by circular di-
chroism (MGS-RG1, 47.6°C; MGS-RG2, 53.3°C; MGS-RG3,
42°C) (Table 2).
The enzymatic activities of purifiedMGS-RG1/MGS-RG2pro-
teins, tested at optimal pH and temperature, were further shown
to be stimulated up to 2.4-fold by the addition of NaCl, KCl, and
MgCl2 to the reactionmixture (Fig. 3).Maximal activity forMGS-
RG1 and MGS-RG2 was achieved at 3.6 and 3.2 M for NaCl, 3.0
and 2.4 M for KCl, and 0.8 and 0.4 M for MgCl2, respectively. In
contrast, MGS-RG3 was strongly inhibited by all three salts (Fig.
3). Note that at 2 M NaCl, commercial esterase/lipase prepara-
tions, such as CalA, CalB, Novozym 388 L, and porcine liver es-
terase (PLE), retained 9.1% of the activity they display in the
absence of salt (Table 2).
Because pressure is one of the most representative environ-
mental parameters of deep-sea habitats, including hydrothermal
vents, the influence of hydrostatic pressure (23,000 and 35,000
kPa) on enzyme performance was further evaluated in high-pres-
sure 2-ml reactors at pH 8.0 and 25°C as described in Materials
andMethods. The data presented in Table 2 show that MGS-RG1
and MGS-RG2 are barophilic enzymes; at 23,000 kPa, corre-
FIG 2 Temperature profiles of the carboxyl esterases from microorganisms inhabiting the gill chamber of R. exoculata. The data represent the relative
percentages of specific activity (U mg1) compared with the maximum activity (100%; MGS-RG1, 0.756 U mg1; MGS-RG2, 1.754 U mg1; MGS-RG3, 159.2
Umg1). The specific activities were calculated using 2g of protein and 1mM pNP-propionate as the assay substrate at pH 8.0 in 50mMTris-HCl, as described
in Materials and Methods. Standard deviations (SDs) of the results of assays conducted in triplicate are shown.
TABLE 2 Denaturing temperatures and pressure resistance for activity of the esterases reported here and for other esterases from marine habitats
Enzyme Origin Td
a (°C)
Relative activity (%) at:
23,000 kPab 35,000 kPac 2.0 M NaCld
MGS-RG1 R. exoculata enzymes 47.6 152.0	 7.4 97.9	 3.5 173	 2.7
MGS-RG2 53.3 144.0	 7.5 97.7	 4.5 136	 7.1
MGS-RG3 42.0 77.9	 6.7 57.2	 2.9 9.3	 3.2
CalAe Commercial preparations ND/NA 2.0	 0.1 0.2	 0.01 7.0	 1.5
CalBe 53.0 8.0	 0.4 3.1	 0.02 9.1	 4.4
Novozym 388 Le ND 5.7	 0.2 0.4	 0.08 6.8	 4.0
PLEe ND/NA 1.8	 0.1 0.2	 0.05 1.5	 0.7
MGS-M1f Deep-sea enzymes 65.2 ND/NA 45.3	 3.5 289	 5.6
MGS-M2f 71.4 ND/NA 110	 14 1645	 32.3
MGS-B1f 52.4 ND/NA 115	 8 84	 3.4
MGS-K1f 40.3 ND/NA 28	 7 148	 7.1
MGS-MT1f 55.7 ND/NA 150	 15 170	 9.4
ABO_1197, ABO_1251, MGS0010,
MGS0105, and MGS0109g
Superficial seawater enzymes 45.7–48.1 ND/NA ND/NA 
125–40
a Protein denaturation temperature (Td) as determined by circular dichroism. Td reported by Qian and Lutz (52). For other commercial preparations, Td are not shown either
because the values, to the best of our knowledge, have not been not been reported in the specialized literature or the commercial preparations are not pure enough to perform CD
experiments in the present study (they are available as a complex mixture of proteins and additives). ND/NA, data not determined or not available.
b Relative activity at the sampling site (12) refers to that at atmospheric pressure.
c Pressure selected for comparative purposes, as previously reported deep-sea hydrolases have been tested under this pressure (3). The relative activity refers to that shown at
atmospheric pressure.
d The relative activity in the presence of 2 M NaCl refers to that shown in the absence of NaCl (data for MGS-RG1 to MGS-RG3 from Fig. 3). Activity measured at 30°C and 50 mM
Tris-HCl buffer, pH 8.0, 10 g ml1 total protein, and 1 mM pNP-propionate.
e Commercial esterase/lipase preparations from Novozymes A/S (Bagsværd, Denmark) (CalA, CalB, and Novozyme 388 L) and Sigma Chemical Co. (St. Louis, MO, USA) (PLE).
f Esterases from deep-sea basins of the Mediterranean Sea. Values were reported in reference 3.
g Esterases from superficial seawater at the Mediterranean Sea. Values were reported in reference 28.
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sponding to the site pressure at 2,320 m (19), both enzymes were
activated (1.4-fold), and at 35,000 kPa, they retain 97.7% of
the activity they display at atmospheric pressure. In contrast, un-
der our assay conditions, MGS-RG3 was inhibited by high pres-
sure (77.9% and 57.2% activity at 23,000 and 35,000 kPa, respec-
tively). Under similar conditions of pH and temperature for
assays, commercial esterase/lipase preparations, such as CalA,
CalB, Novozym 388 L, and PLE, retained at pressure above 23,000
kPa8% of the activity they display at atmospheric pressure.
Taken together, we found that the two barotolerant and mod-
erately halophilic proteins (MGS-RG1 and MGS-RG2) exhibited
the highest optimal temperatures (45 to 50°C), whereas the non-
barophilic and nonhalophilic MGS-RG3 protein displayed the
lowest optimal temperature (30°C).
Substrate fingerprints: activity against rare, chemically dis-
tinct esters. A total of 131 ester-like chemicals were used to eval-
uate the substrate ranges and specific activities (U mg1) of the
three enzymes at pH 8.0 and at optimal temperature. These chem-
icals included 11model esters (7 pNP esters and 4 triacylglycerols)
(Fig. 4), as well as a battery of 120 structurally different esters (3, 6,
27, 28, 37, 53) (Fig. 5). Substrate fingerprints revealed that MGS-
RG3 (17 positive substrates) exhibited a relatively narrow sub-
strate range compared to those of MGS-RG2 and MGS-RG1,
which were active against a larger number of substrates (32 and 37
positive substrates, respectively).
All three ester hydrolases from the /-hydrolase family pre-
ferred short-to-medium-chain-length pNP-esters and triacylglyc-
erols (Fig. 4) and alkyl, alkenyl, and/or aryl esters but with differ-
ent orders of preference (Fig. 5). Based on determinations of the
specific activity for each enzyme,methyl benzoate (forMGS-RG1;
25.23 	 0.95 U mg1), methyl 2-bromopropionate (for MGS-
RG2; 40.7 	 0.3 U mg1), and pNP-butyrate (for MGS-RG3;
356.3 	 1.2 U mg1) were the preferred substrates for these en-
zymes. The activity ratio between the most and least active en-
zymes was approximately 1:14.
As shown in Fig. 5, among esters other than common pNP-
esters and triacylglycerols, only phenyl acetate was hydrolyzed by
all three enzymes, suggesting that these enzymes exhibited a high
substrate profile divergence. MGS-RG1 and MGS-RG2 were the
most similar, in that they were able to hydrolyze 14 common sub-
FIG 3 Activity profiles displaying the activities of carboxyl esterases at various concentrations of NaCl, KCl, and MgCl2. The data represent the relative
percentages of specific activity (U mg1) compared with the maximum activity (100%). The specific activities were calculated using 2 g of protein and 1 mM
pNP-propionate as assay substrate at pH 8.0 (50 mM Tris-HCl), and the assays were conducted at the optimal temperature for each enzyme (MGS-RG1, 45°C;
MGS-RG2, 50°C;MGS-RG3, 30°C) as described inMaterials andMethods. The SDs of the results of assays conducted in triplicate are shown. The activity of each
enzyme in the absence of salt is given in the legend to Fig. 2.
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strates, albeit to different extents; this finding is consistent with
their high sequence homology (63.7%) and similar taxonomic
origins. However, 13 of the tested esters, including 8 halogenated
esters (ethyl chloroacetate, ethyl fluoroacetate, ethyl-2-bromo-
propionate, methyl-2-chloropropionate, methyl-2-chloro-3-hy-
droxypropionate, ethyl-4-bromobutyrate, ethyl-3-bromopropi-
onate, and ethyl--isobromobutyrate), methyl glycolate, methyl
butyrate, ethyl-trans-cinnamate, butyl acetate, andmethyl benzo-
ate, were hydrolyzed only by MGS-RG1. Nine esters were hydro-
lyzed only by MGS-RG2; they included three halogenated esters
[methyl 2-bromopropionate, methyl bromoacetate, and methyl
(	)--bromophenylacetate], caproic acid methyl ester, methyl-
(R)-lactate, methyl-(S)-lactate, -butyrolactone, -D-glucose
pentaacetate, and tri-O-acetyl-(D)-glucal. Thus, despite the high
sequence homology of these enzymes, distinct substrate prefer-
ences were observed; these preferences may be related to distinct
architectures and/or to the accessibility of various substrates to the
active sites of the enzymes. Finally, MGS-RG3, which shared only
5 common substrates with MGS-RG1 and 3 common substrates
with MGS-RG2, was the only enzyme of the 3 able to hydrolyze 4
esters, including vinyl benzoate, (R)-menthyl acetate, ethyl 4-bro-
mobutyrate, and methyl chloroacetate.
The ability to hydrolyze halogenated alkyl and aryl esters (in-
cluding those containing bromide, chloride, fluoride, and iodide)
was demonstrated forMGS-RG1 (16 esters),MGS-RG2 (9 esters),
and MGS-RG3 (4 esters). Based on specific activity determina-
tions (Umg1) andusing optimal substrates for each enzyme (Fig.
5), MGS-RG2 was found to be the most active carboxyl esterase
for haloesters (40.7 	 0.3 U mg1 for methyl 2-bromopropi-
onate), followed by MGS-RG1 (7.55	 0.06 U mg1 for ethyl--
isobromobutyrate) and, to a far lesser extent, MGS-RG3 (1.66	
0.01 Umg1 for ethyl iodoacetate). The activity ratio between the
most active and least active enzymes for the hydrolysis of haloes-
ters was approximately 1:25. Notably, whereas MGS-RG2 only
degraded bromide-containing esters, MGS-RG1 and MGS-RG3
acted on iodine, chloride, and bromide esters (Fig. 5). Finally, it is
notable that methyl-2-bromo-2-butenoate, which was used as a
model alkenyl haloester, was the only such substrate for MGS-
RG2 (9.76 	 1.08 U mg1), followed to a far lesser extent by
MGS-RG1 (0.162	 0.03 U mg1).
MGS-RG2 utilized tri-O-acetyl-glucal (0.286	 0.04 U mg1)
and the carbohydrate ester -D-glucose pentaacetate (0.373 	
0.011Umg1) as substrates, while the hydroxycinnamic-like ester
ethyl-trans-cinnamate was a substrate for MGS-RG1 (4.57	 0.06
Umg1) (Fig. 5). The hydrolysis of such compounds is commonly
associated with polysaccharide (including mucus) degradation
(54–56).
Finally, under our assay conditions, all three carboxyl esterases
FIG 4 Substrate profiles of the activities of carboxyl esterases from microor-
ganisms inhabiting the gill chamber of R. exoculata against model pNP-esters
and triacylglycerols. The specific activity of each enzyme (in Umg1) against a
set of structurally diverse substrates wasmeasured using 2g protein at pH 8.0
in 50 mM Tris-HCl buffer for pNP-esters and 5 mM EPPS buffer for triacyl-
glycerols, and the assays were conducted at the optimal temperature for each
enzyme (MGS-RG1, 45°C; MGS-RG2, 50°C; MGS-RG3, 30°C) as described in
Materials andMethods. The SDs of the results of assays conducted in triplicate
are shown.
FIG 5 Substrate profiles of the activities of carboxyl esterases from microorganisms inhabiting the gill chamber of R. exoculata compared with those of a set of
structurally distinct esters. The specific activities (Umg1) of each enzyme were measured against a set of structurally diverse substrates using 2g of protein at
pH 8.0 in 5 mM EPPS buffer, and the assays were conducted at the optimal temperature for each enzyme (MGS-RG1, 45°C; MGS-RG2, 50°C; MGS-RG3, 30°C)
as described in Materials and Methods. The SDs of the results of assays conducted in triplicate are shown.
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also were found to be enantioselective to different degrees for 5
chiral esters, which were found to serve as substrates for these
enzymes (Fig. 5). Whereas methyl-(	)-mandelate, (	)-glycidyl-
4-nitrobenzoate and (	)-methyl-3-bromo-2-methyl propionate
were hydrolyzed by MGS-RG1 and MGS-RG2, methyl-(	)-
lactate was a substrate for MGS-RG2 only, and menthyl-(	)-
acetate was a substrate for MGS-RG3 only. The specific activi-
ties of the three enzymes for chiral esters ranged from 0.021 	
0.006 to 10.97 	 1.18 U mg1, and methyl-(S)-3-bromo-2-
methyl propionate was the preferred chiral substrate. Based on
a calculation of the apparent enantiomeric ratios for separate
enantiomers (6), the enantiomeric ratios and substrate prefer-
ences are tentatively the following: (i) 158.4	 11.0 [preference
for methyl-(S)-mandelate], 19.6 	 0.8 [for (S)-glycidyl-4-ni-
trobenzoate], and 20.0 	 0.7 [for (S)-methyl-3-bromo-2-
methyl propionate] for MGS-RG1; (ii) 16.1	 1.3 [for methyl-
(S)-lactate], 16.3 	 1.1 [for (S)-glycidyl-4-nitrobenzoate],
26.1 	 2.2 [for (S)-methyl-3-bromo-2-methyl propionate],
and 65.4	 7.9 [for methyl-(S)-mandelate] for MGS-RG2; and
(iii) 300 	 9.3 for MGS-RG3 and menthyl-(R)-acetate.
Substrate fingerprints: comparison with known enzymes.
The substrate profiles of the enzymes reported in this study against
a set of 131 ester substrates (see the section onmaterials andmeth-
ods in the supplemental material) were compared to a set of well-
characterized commercial preparations with high substrate versa-
tility (includingCalA, CalB,Novozym388 L, and PLE) and a set of
carboxyl esterases obtained via genomic mining of marine bacte-
ria (ABO_1197, ABO_1251, CCSP0084, CCSP0211, CCSP0528,
and CCSP2178) or via metagenomic approaches of communities
from marine (27, 28) and brackish sediment samples (6).
A cluster analysis (Fig. 6A), which was generated from a bino-
mial distribution based on the presence or absence of activity at
30°C and at pH 8.0 against the set of 131 different esters used in
this study and reported previously (3, 6, 27, 28, 37, 53), revealed
that the three characterized carboxyl esterases clustered sepa-
rately, consistent with the finding that they possess different sub-
strate spectra (Fig. 4 and 5). Notably, the positioning of the en-
zymes based on their substrate profiles did not correlate with the
scattered positioning based on sequence analysis (see Fig. S2 in the
supplemental material), suggesting that the phylogenetic posi-
tions of these enzymes are independent of their biochemical pro-
files.
As shown in Fig. 6A, a number of observations can be made
from the data. First, MGS-RG1 clustered more closely with a
group of enzymes frommarine (28) and brackish lake (6) samples
that have been reported to be cold adapted and that show a broad
substrate range. Interestingly, MGS-RG2 was functionally closer
and possesses a substrate spectrum similar to that of a group of
enzymes with a substrate portfolio of medium size; this group
includes a recently reported carboxyl esterase isolated from a 100-
m-depth seawater sample obtained from a hydrothermal vent at
Saint Paul Island (3). Finally, MGS-RG3 is located within a group
of enzymes with a highly restricted substrate range; this group
includes two enzymes from deep-sea saline lakes in the Mediter-
ranean Sea (3) and enzymes fromoil-contaminated seawater sam-
ples (27). Of the enzymes tested, MGS-RG1 was the only enzyme
able to hydrolyze methyl-2-Br-propionate. In addition, MGS-
RG1 andMGS-RG3 showed various capacities to hydrolyze (R,S)-
glycidyl 4-nitrobenzoate and methyl-2-bromo-2-butenoate, es-
ters that otherwise were hydrolyzed only by MGS-HA1, an
enzyme isolated from a hydrothermal vent (3).
DISCUSSION
Hydrothermal vents in the Mid-Atlantic Ridge hosting the deep-
sea hydrothermal vent shrimp R. exoculata (19) lie 2,320 m below
sea level, exhibit a salinity slightly lower than that of seawater
FIG 6 Clustering and specific activities (Umg1) of a set of 131 ester substrates of carboxyl esterases isolated from the gill chamber-associated microbiota from
the deep-sea shrimpR. exoculata and from commercial and previously reported preparations. The source of chemicals are as reported previously (3, 6, 27, 28, 37,
53). Pearson’s correlation was used to calculate the distances. (A) Hierarchical clustering was based on a binomial distribution of the presence or absence of
activity for a portfolio of 131 substrates. The type of habitat (deep sea, superficial seawater, or brackish water) and the estimation of enzyme versatility, as
estimated by the number of substrates (substrate range, low [+], medium [+*], or high [*]) uponwhich a given enzyme acts are shown for the enzymes in each
cluster. (B) Box plots of the specific activity (U mg1) for the set of enzymes and esters shown in panel A. (A complete list of the esters tested is given in the
materials and methods section of the supplemental material.) The activity values for enzymes other than those investigated in this study are reported elsewhere
(3, 6, 27, 28, 37, 53). The values for MGS-RG1, MGS-RG2, and MGS-RG3 are shown in Fig. 4 and 5.
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(
23.03 versus
35.5 g kg1), and are characterized by high pres-
sure (
23,000 kPa) and by a moderately low-to-warm tempera-
ture gradient that consistently ranges from 3 to 25°C (19). Using a
metagenomic approach, the DNA of microbial communities in-
habiting the gill chamber ofR. exoculatawas harvested and cloned
to establish the fosmid library, which was used to screen for enzy-
matic activities of interest. This screening led to the discovery of
three new carboxyl esterases, whichwere biochemically character-
ized after expression in a surrogate microbial host (E. coli). The
results of this study demonstrate thatmicrobes associatedwith the
gill chamber of R. exoculata contain biochemically heterogeneous
carboxyl esterases belonging to the /-hydrolase family; the
properties of the newly discovered esterases correlate with their
differing bacterial origins and most likely with different adapta-
tions of their hosts to the prevailing environmental conditions.
The taxonomic distribution of top protein hits, as well as ge-
nome linguistics analysis, suggested that the metagenomic frag-
ments containing these enzymes belong to Alphaproteobacteria
(Rhodobacterales) andGammaproteobacteria (unknown species or
a genus related to Thiothrix and/or Leucothrix) from the R. exocu-
lata gill chamber. This finding is consistent with the fact that Alp-
haproteobacteria and Thiothrix/Leucothrix (the closest cultured
relative of which is the sulfur-oxidizing bacterium L. mucor [57])
accounted for approximately 4% and 7.5%, respectively, of the
total R. exoculata gill chamber microbial population, as reported
earlier, and that they were absent from the habitat seawater (19).
Notably, Thiothrix/Leucothrix-related bacteria are of interest not
only because of their location in a presently genomically unchar-
acterized region of the tree of life (51) but also because no func-
tional data with respect to their metabolic capacities or their en-
zyme arsenal have been reported in the specialized literature.
The activity levels of the characterized enzymes (maximum for
best substrates of 25.2 to 356 U mg1, depending on the carboxyl
esterase) are in the range of other reported enzymes with esterase
and lipase activity from macroorganism-associated microbiota.
The only such enzymes previously reported are associated with
marine sponges and have maximum activities of 2.8 to 2,700 U
mg1 (15, 16). The activity levels of the esterases reported here
against ester substrates under conditions similar to those used in
this study were similar to or somewhat lower than those of com-
mercial preparations, as well as to those of previously reported
enzymes isolated from marine seawater and from brackish water
(average of up to 1,227 U mg1) (Fig. 6B). Their activities also
were comparable to the activities of previously characterized car-
boxyl esterases from Mediterranean deep-sea locations (average,
54.5 U mg1 [3]) and other marine deep-sea sediment (
1.70 to
560 Umg1 [58–60]). The specific activities of these enzymes also
were in the range of that observed for most similar proteins (34 to
39% sequence identity) that have been characterized (150 to 2,500
U mg1 [61, 62]).
Further, the biochemical properties of the novel carboxyl es-
terases reported in this study revealed that although all three en-
zymes showed an activity-stability trade-off characteristic of cold-
adapted enzymes, MGS-RG1 and MGS-RG2 exhibit higher
temperature windows and greater thermostability than MGS-
RG3. This finding is in agreement with the stability trade-off
found via determination of the aggregation/denaturation temper-
atures (Td) of these enzymes. Thus, theTds forMGS-RG1 (47.6°C)
and MGS-RG2 (53.3°C) are higher than the Td for MGS-RG3
(42.0°C). The Td for the first subgroup of enzymes is comparable
to that of the OLEI01171 carboxyl esterase from the cold-adapted
marine bacteriumOleispira antarctica RB-8 (45.7°C), as well as to
those of previously described esterases from superficial seawater
(45.7 to 48.1°C [28]) and deep-sea (40.3 to 71.4°C [3]) (Table 2)
and mesophilic bacteria (51 to 60°C [63]), whereas that for MGS-
RG3 is slightly lower. The higher (for MGS-RG2) and lower (for
MGS-RG3)Tds are consistent with the fact thatMGS-RG2was the
most active of the three enzymes at 55°C (70% of maximal activ-
ity), and that MGS-RG3 was the most active at 4°C (40% of max-
imal activity). The optimal temperatures for the activities ofMGS-
RG1 (45°C) andMGS-RG2 (50°C) are within the range of optimal
temperatures of most similar characterized enzymes, including
the top hit, EstB, from Pseudomonas fluorescens (34 to 37% amino
acid sequence identity; UniProtKB/Swiss-Prot code Q51758.1),
which has an optimal temperature for activity of 45°C (61). A
similar observationwasmade forMGS-RG3; in that case, themost
similar previously characterized hydrolase, MLH (39% amino
acid sequence identity), showed an optimal temperature of 30°C
and similar residual activity at low temperature (50% of the max-
imum activity at 10°C; UniProtKB/Swiss-Prot code Q9EX73.1
[62]). Differences in optimal temperature of at least 10 to 20°C
between the two groups of enzymes investigated in this study also
have been reported for several carboxyl esterases from the marine
bacteria Alcanivorax borkumensis SK2 (28) and Oleispira antarc-
tica RB-8 (64), as well as from uncultured bacteria from seawater
samples (28), suggesting that such heterogeneous profiles are
common in cold or moderate-temperature marine habitats.
Similarly, while the MGS-RG1 andMGS-RG2 enzymes exhib-
ited similar hyperactivation at high salt concentrations and similar
resistance to high pressure, MGS-RG3 exhibited low remaining
activity in the presence of salt and pressure. Because salt and tem-
perature dependence have not been reported for most similar en-
zymes, a direct comparison could not be done. However, exami-
nation of the effect of salt concentration on the activities of
metagenomic esterases (3, 28) revealed that heterogeneous effects
also are common among enzymes found in marine habitats, in-
cluding deep-sea habitats (Table 2). Notably, the level of activa-
tion of both MGS-RG1 and MGS-RG2, which was as high as 2.4-
fold at 3.2 to 3.6 M salt, and the significant pressure tolerance of
these enzymes (97% at 35,000 kPa) are similar to the salt and
pressure dependence reported for other deep-sea enzymes (3),
with similar optimal temperatures for activity. This is an impor-
tant factor, because it was recently found that the development of
enzymes (i.e., MGS-M2 [Table 2]) with higher optimal tempera-
tures for activity by organisms in deep-sea environments can be
linked to pressure and salt resistance, implicating yet-unknown
mechanisms in this type of adaptation (3). In agreement with this,
MGS-RG3, which exhibits low resistance to salt and pressure, was
cold adapted, whereas the halophilic and barotolerant MGS-RG1
and MGS-RG2 enzymes were more active at moderate tempera-
tures.
The different sensitivities of the three enzymes to environmen-
tal constraints, namely, temperature, pressure, and salinity, also
were reflected at the level of reaction specificities and reactivities,
with MGS-RG1 and MGS-RG2 being at least 14-fold less active
than MGS-RG3 yet capable of accepting a broader range of ester
substrates. Based on these findings, we speculate that the existence
of two distinct subgroups of these enzymes based on their bio-
chemical properties is a direct consequence of the different bacte-
rial origins of the enzymes, as well as of the different adaptation
Esterases from Deep-Sea R. exoculata Gill Epibionts
March 2015 Volume 81 Number 6 aem.asm.org 9Applied and Environmental Microbiology
zam00615/zam6114d15z xppws S1 2/4/15 10:35 4/C Fig: 1 ArtID: 03387-14 NLM: research-article CE: SSV
capacities of the corresponding bacterial hosts to the prevailing
environmental conditions (pressure, salinity, and temperature).
In addition, we infer that such differences also become marked at
the highest level of functional hierarchy, that is, in relation to the
substrate spectra of the enzymes, differences that are likely to sup-
port the different abilities of the corresponding bacterial hosts to
metabolize nutrients. In agreement with this, we found that, in
contrast to MGS-RG3, MGS-RG1 and MGS-RG2 are able to hy-
drolyze triacylglycerols; (non)halogenated alkyl, alkenyl, and aryl
esters; lactones; chiral epoxides; and/or cinnamoyl and carbohy-
drate esters to similar extents. Such broad promiscuity is rare
among enzymes with esterase and lipase activity (6, 28). In addi-
tion, both MGS-RG1 and MGS-RG2 can support polysaccharide
degradation, an enzymatic activity that is critical for the ecological
success of microorganisms in deep-sea environments, as well as
for the utilization by these microorganisms of nutrients produced
or liberated by the host in the gill chamber (50, 56). The polysac-
charide degradation capability of these enzymes was demon-
strated by their ability to degrade tri-O-acetyl-glucal, -D-glucose
pentaacetate, and ethyl-trans-cinnamate.
Finally, it should be emphasized that R. exoculata has been
reported to move from one vent to another; thus, the microbes
inhabiting the gill chamber of this species might contain versatile
enzymes capable of adaptation to environmental and nutrient-
availability gradients. This hypothesis is supported by the results
presented here, which demonstrate the heterogeneous salt, pres-
sure, and temperature dependence and stability tradeoff of the
three enzymes investigated. As shown in Fig. 2 and 3 and Table 2,
all three enzymes, albeit to different extents, showed enzymatic
activity under the relevant conditions in the hydrothermal vent (3
to 25°C; 23.03 g kg1 salt [or 0.42 M NaCl]; pressure, 230 atm at
depth of 2,320 m). In addition, the heterogeneous substrate pro-
files of the three enzymes also agree with previous considerations.
Further experimental evidence on this issue with a larger set of
enzymes will be required to determine whether heterogeneity is
common in othermarine habitats. Related to this point, Fig. 6A of
our work clearly shows that 3 of 4 enzymes from the polyaro-
matic-degrading marine bacterium Cycloclasticus sp. strain ME7
(CCSP codes), 2 from seawater at Kolguev Island (K codes), 2
from deep-sea Medee Lake (MGS-M codes), 3 from other deep-
sea habitats (MGS-B/K/MT codes), 7 from a karst lake (LAE
codes), and a set of 5 from oil-contaminated marine seawater
samples and bacteria isolated from those samples (ABO codes
and MGS0105, MGS0109, and MGS1010) formed separated ho-
mogeneous clusters in their reactivity profiles. Accordingly, the
fact that other enzymes fromdifferent locationswere ranked func-
tionally closer to each other compared to enzymes from other
locations while those from R. exoculata were scattered within the
reactivity-based tree may support the existence of a wide func-
tional heterogeneity in the gill chamber of R. exoculata. Note that
the substrate profiles of the enzymes reported in this study also
differ significantly from those of the most similar (34 to 39% se-
quence identity) characterized enzymes (61, 62); thus, structural
factors may account for such differences.
Using a library of structurally diverse esters, we further dem-
onstrated that the enzymes described in this study are character-
ized by high hydrolytic rates and broad substrate spectra together
with enantioselectivity, all of which are desired features for bioca-
talysis. As an example, an enantiomeric ratio greater than 20 typ-
ically is associated with hydrolases with high enantioselectivity
(6). Notably, the high and broad activity of these enzymes toward
halogenated esters also may be of use in the optical enrichment of
starting haloesters (65). We also found that while MGS-RG1 ac-
cepts methyl benzoate as the substrate, MGS-RG3 accepts only
vinyl benzoate; therefore, we speculate that MGS-RG1 andMGS-
RG3 can be used for selective transesterification procedures that
rely upon irreversible benzoylation with methyl or vinyl esters
(66).
The enzyme characteristics and versatile reactivity of the en-
zymes reported in this study, from a biochemically unexploited
marine habitat and from a neglected taxonomic group of bacteria
associated with macroorganisms inhabiting deep-sea hydrother-
mal vents, must be further evaluated and exploited on a larger
scale.
Finally, one question that might rise after examining the phy-
logenetic positioning of sequences (see Fig. S2 in the supplemental
material) and the biochemical clustering (Fig. 6) of all deep-sea
enzymes, including the ones reported here, is whether the evolu-
tion of these model enzymes suggests any particular constraint in
the deep-sea environment. The limited number of esterases
(about 8) from deep-sea environments identified and character-
ized to date (3) does not allow us to reach a clear-cut conclusion.
However, the distinct placement of some of the deep-sea enzymes
at the level of substrate profiles (i.e., MGS-MT1, B1, K1, M1, and
M2) (Fig. 6) and at the level of sequence (see Fig. S2) may point at
the drivers of the evolution of enzymes in the deep sea. However,
before drawing any conclusions, a further experimental analysis
with a larger set of deep-sea enzymes is needed.
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En el Capítulo 6 se pretende aportar una
discusión global de los trabajos y resultados más
relevantes correspondientes a los Capítulos 2, 3, 4
y 5. Se demostrará como todos los capítulos han
tenido un hilo conductor similar y que en su
conjunto han aportado resultados novedosos a
nivel individual y colectivo.
6.1 Introducción al conjunto
de enzimas recogidas en esta
Memoria
Hasta la fecha, los procesos de investigación
para la generación de nuevas enzimas se han
basado, principalmente, en: (i) la exploración de
la capacidad de las enzimas ya conocidas para la
resolución de nuevas reacciones o de moléculas
conocidas bajo condiciones a-la-carta, que
incluyen estudios de ingeniería del biocatalizador;
(ii)  la exploración de actividades enzimáticas
mejoradas o nuevas en entornos naturales gracias
a la aplicación de técnicas de alto rendimiento
como la mutagénesis dirigida (que requiere una
capacidad de cálculo notable) y el high
throughput screening; y (iii) la identificación de
nuevas actividades enzimáticas a partir del
aislamiento de la flora microbiana existente en
ambientes y entornos naturales biológicos
distintos, incluyendo las áreas fuertemente
contaminadas o extremos como entornos
potencialmente generadores de nuevas formas de
vida y por lo tanto de nuevas actividades
enzimáticas. Las estrategias seguidas hasta la
fecha en estas tres grandes líneas de generación de
conocimiento, presentan ventajas e inconvenientes
importantes, por lo que el uso conjunto de estas
tres estrategias es deseable. Pese al desarrollo en
estas tres áreas, no se ha conseguido ir más allá de
la identificación eficaz de actividades enzimáticas
ya existentes, que en la mayor parte de los casos
suponen como mucho la identificación de pocas
variantes enzimáticas que catalizan (con mejor o
peor fortuna) reacciones previamente resueltas, y
con estructuras conocidas.
En la presente Tesis Doctoral, se han
empleado herramientas de metagenómica
funcional, es decir, la generación de librerías de
clones obtenidas a partir de DNA de comunidades
microbianas que posteriormente son testeadas por
actividades de interés, para la identificación de
nuevas enzimas. La presente Tesis Doctoral no se
centra en desarrollos metodológicos en lo que a la
aplicación de técnicas metagenómicas se refiere,
sino en la utilización de herramientas existentes
en generar una amplia colección de enzimas.
La Tabla 2 resume el listado de las enzimas
estudiadas durante esta Tesis Doctoral y cuyas
características y/ o estructuras han quedado
recogidas en los Capítulos anteriores. En ella
queda reflejado el lugar de procedencia de las
mismas, así como su actividad enzimática. Como
se muestra en la tabla, en particular, en la presente
Tesis Doctoral, se han identificado y caracterizado
25 nuevas enzimas (22 esterasas/lipasas, 1 beta-
glucosidasa, 1 aldo-ceto reductasa, 1 (L)-lactato
dehidrogenasa) de metagenomas creados a partir
de DNA de comunidades microbianas procedentes
de 8 hábitat diferentes y un genoma de una
bacteria cultivable. En particular de: i) cuatro
fosas marinas (Medee, Kryos, Bannock y
Matapan-Vavilov) del Este del Mar Mediterráneo
(3 de ellas hipersalinas); ii) un lago cárstico (Lago
Arreo); iii) el microbioma de agallas de una
gamba (Rimicaris exoculata) que viene a 2,320 m
de profundidad en la zona cercana a un fuente
hidrotermal en la Dorsal Mesoatlántica; iv) agua
marina superficial contaminada con crudo cercana
a la Isla de Kolguev en el Mar de Barents; v) una
fuente hidrotermal no profunda en la Isla de San
Paul (Alaska); y vi) de la bacteria marina
hidrocarbonoclástica Cycloclasticus sp. ME7.
La temperatura, salinidad y profundidad de los
hábitats estudiados oscila entre 4-16.5ºC, entre 1.1
y 348 g/kg y entre 0 y 4,908 m, respectivamente.
Las características geoquímicas de estos hábitats
los convierten en ejemplos de ambientes poco
explorados a nivel enzimático y la amplia
diversidades de factores ambientales, en
particular, salinidad, temperatura y presión, los
conviertes en hábitats adecuados para estudios
estructura-función, adaptaciones a medios
extremos y análisis de promiscuidad catalítica.
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Enzima Localización ACTIVIDAD AA MW
(Da)
pI Identidad (%) ESTRUCTURA
LAE1
Lago Arreo
EST 272 29.214 6.41 31 NO
LAE2 EST 324 34.002 10.04 31 NO
LAE3 EST 300 31.614 4.78 36 NO
LAE4 EST 309 33.499 8.07 25 NO
LAE5 EST 217 24.328 6.95 54 NO
LAE6 EST 315 33.936 4.85 41 SI
LAE7 EST 310 32.981 9.43 32 NO
K_05-6 Isla Kolguev EST:MCP-H 319 35.487 5.04 50 NO
K_06-5 EST:MCP-H 316 34.301 8.44 70 NO
CCSP0084 Cycloclasticus
ME7
EST:MCP-H 282 31.547 5.36 38 SI
CCSP0211 EST:MCP-H 223 24.190 4.66 41 NO
CCSP0528 EST 287 32.498 5.78 56 NO
CCSP2178 EST:MCP-H 282 31.354 5.37 62 NO
MGS-M1
Medee
EST 239 26.801 5.77 49 SI
MGS-M2 EST 276 31.602 5.39 48 SI
MGS-M3 GLY 734 84.278 5.55 41 NO
MGS-M4 ACR 274 31.792 5.95 54 SI
MGS-M5 LDH 314 34.792 6.21 72 SI
MGS-B1 Bannock EST 316 34.551 4.38 51 NO
MGS-K1 Kryos EST 514 56.234 4.89 44 NO
MGS-MT1 Matapan-
Vavilov
EST 323 35.651 7.29 62 SI
MGS-HA1 San Pablo EST 261 28.862 5.99 99 NO
MGS-RG1 R. exoculata EST 222 24.983 5.07 50 NO
MGS-RG2 EST 225 25.363 5.31 52 NO
MGS-RG3 EST 277 30.611 5.51 47 NO
6.2 Diferencias en la eficacia
en los rastreos y homología de
las enzimas
Una de las primeras cuestiones a comparar
entre todas las librerías estudiadas es si el
porcentaje de clones positivos es similar o no. La
Tabla 3 muestra los valores de índices positivos,
es decir, cuantos clones tengo que rastrear para
encontrar un clon positivo. En particular, clones
con actividad esterasa/lipasa, usando sustratos
modelo como acetato de naftilo y tributirina.
Ambos sustratos se emplean de forma rutinaria en
el rastreo de actividad hidrolasa (Reyes-Duarte et
al., 2012). El tamaño medio de las librerías
sometidas a rastreos funcionales oscila entre 120 y
816 millones de pares de bases (Mpb), y el
número de positivos para las actividades de
interés por genoteca oscila entre 1 clon positivo
por cada 667 clones (1:667) a 1:15,000.
Observando los valores mostrados en la Tabla 3
podemos decir que el Lago Arreo y la fosa de
Matapan-Vavilov, que son los sitios con menor
salinidad, son los que muestran índices más
favorables (1 cada 1,152 para el Lago Arreo y 1
cada 667 para Matapan-Vavilov), frente a las
fosas marinas hipersalinas (desde 1 cada 2,624
para Medee a 1 cada 15,000 para Bannock). Esto
sugiere que las características geoquímicas de los
ambientes producen un sesgo importante en el
mayor o menor éxito en los rastreos usando
condiciones estándar que se emplean comúnmente
en los ensayos enzimáticos (temperatura
ambiente, baja salinidad (0.15 M NaCl), pH
cercano a la neutralidad, y no presión. Esto
concuerda con el hecho de que la incidencia de
clones positivos es muy baja en el caso de la
librería procedente de la fuente hidrotermal de la
Isla de San Pablo, probablemente debido a que
muchas de las enzimas de los microorganismos
Tabla 2 | Listado de enzimas identificadas y caracterizadas en esta Tesis Doctoral. Se recoge el nombre de laenzima, el lugar de procedencia, la actividad, el número de aminoácidos, el pI, la masa molecular, y elporcentaje de identidad frente a secuencias depositadas en las bases de datos. Abreviaturas: EST, esterasa;MCP-H, meta-cleavage product hydrolase; ACR, aldo-ceto reductase; LDH, lactato dehidrogenasa. La tablaresume también si la estructrura de la enzima ha sido resuelta y recogida en la presente Memoria.
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presentes en esta muestra son termo-activas y
muchas no mostraran actividad a la temperatura a
la que se hacen los rastreos (temperatura
ambiente); por este motivo, habrá que rastrear
muchos clones para encontrar uno positivo (1
cada 11,000). En el caso del valor para la librería
de la Isla de Kolguev, los valores no son del todo
comparativos porque en este caso la genoteca es
de fagos y no de fósmidos como para las otras
muestras, y los valores de incidencia no son
comparativos.
Fuente ambiental Índice de
positivos
Mpb
rastreados
Salinidad
(g/kg)
Temperatura
(ºC)
Profundidad
(m)
Lago Arreo 1:1,152 342 1,10 6.90 24
Isla de Kolguev 1:7,000 4,800 35.50 4.00 0
Medee 1:2,624 472 347.80 14.97 3,010
Bannock 1:15,000 450 263.20 14.50 3,342
Kryos 1:5,280 158.4 313.92 16.50 3,340
Matapan-Vavilov 1:667 120 38.60 14.29 4,908
Isla de  San Pablo 1:11,000 330 35.50 65.00 100
R. exoculata 1:2,720 816 23.03 8.70 2,320
Una segunda pregunta que surge de las
enzimas identificadas es: ¿Cuál es grado de
novedad a nivel de secuencia? Este es un punto
importante ya que de forma recurrente se piensa
que a través de las técnicas metagenómicas se
puede acceder a enzimas novedosas (Fernández-
Arrojo et al., 2010).
La masa molecular y el punto isoeléctrico (pI)
de las enzimas estudiadas oscila entre 24,190 y
84,278 Da, y 4.66 y 10.04, respectivamente
(Tabla 2). Tales rangos son comunes en las
enzimas similares descritas en las bases de datos.
Destaca como los pI suelen ser semejantes entre
las diferentes enzimas de un mismo hábitat,
excepto para las enzimas procedentes del Lago
Arreo, cuyos valores difieren notablemente de
unas a otras (oscilan entre 4.8-10.0). También
ocurre lo mismo si comparamos el origen
microbiano de las 25 enzimas estudiadas. Así, un
análisis por frecuencia de tetra-nucleótidos y
homología (Ménigaud et al., 2012) sugiere que las
enzimas del Lago Arreo son las que presentan
mayor heterogeneidad en lo que se refiere a la
diversidad de bacterias productoras de dichas
enzimas (Tabla 4). Esto ocurre a menor nivel en
los otros hábitats analizados, donde se observa
que enzimas procedentes de un mismo hábitat
tienen un origen microbiano similar. Ambos
factores (pI y origen microbiano) podrían estar
correlacionados con el hecho de que las
características bioquímicas de las enzimas del
Lago Arreo difieren notablemente entre si, a pesar
de proceder de un mismo hábitat (ver Capítulo 2).
A nivel de secuencia las enzimas identificadas
y analizadas presentan valores de identidad,
respecto a enzimas homólogas descritas en las
bases de datos, entre el 25% y el 72% (Tabla 2).
Solo una de las enzimas (MGS-HA1) presentaba
una homología del 99%; ésta corresponde a la
esterasa de un organismo cultivable (Geobacter
sp.) aislado de una fuente hidrotermal no profunda
en la Isla de San Pablo (Alaska). Esto sugiere que
la mayoría de las enzimas identificadas y
estudiadas a lo largo de esta Tesis Doctoral
difieren considerablemente a nivel de secuencia
de otros enzimas homólogas descritas en las bases
de datos, aunque en algún caso, como es la
enzima MGS-HA, se observa un grado de
homología cercano al 99%.
La Tabla 2 también nos muestra que los
niveles más bajos de homología son los que
muestran las esterasas del Lago Arreo (de 31 al
54%), comparándolos con las del Mar de Barents
y Cycloclasticus (del 41 al 70%), las de las fosas
marinas (del 41 al 72%), la de la Isla de San Pablo
(99%) y las de R. exoculata (del 47 al 52%). Estos
Tabla 3 | Eficacia en los rastreos de actividad esterasa/lipasa en las librerías de clonesanalizadas en la presente Memoria. Como valor de eficacia se indica la incidencia de clonespositivos en las librerías de clones analizadas en la presente Tesis Doctoral; este valorcorresponde al valor del número de clones totales a rastrear para encontrar un clon conactividad esterasa/lipasa, usando sustratos modelo como acetato de naftilo y tributirina.
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datos nos demuestran que explorar ambientes
extremos, raros o difíciles de muestrear, no
asegura encontrar enzimas más diferentes a nivel
de secuencia respecto a las que ya se conocen o
respecto a ambientes menos extremos como es el
Lago Arreo. De hecho, los datos descritos en el
Capítulo 2, demuestran que las enzimas del Lago
Arreo, que puede considerarse como un ambiente
de fácil muestreo y no extremo (temperatura
media que fluctúa entre los 4.7 y 19.8 ºC, y una
salinidad de 1.10 g/kg), son las que presentan
menos homología frente a las descritas en las
bases de datos. Dicho esto, es importante
mencionar que los menores o mayores niveles de
homología no implican una bioquímica similar o
diferente, ya que diferencias estructurales y
pequeños cambios en el centro activo pueden
ocasionar grandes cambios en la actividad y
especificidad frente a distintos sustratos,
independientemente de la homología que las
enzimas muestren en sus secuencias. Este hecho
ha quedado claramente demostrado en la presente
Tesis Doctoral, como se discutirá más adelante.
Enzima Origen microbiano
LAE1 y LAE2 Betaproteobacteria (Cupriavidus/Ralstonia)
LAE3 Alphaproteobacteria (Methylobacterium)
LAE4 Alphaproteobacteria (Rhizobium)
LAE5 Gamma/Alphaproteobacteria (Azotobacter)
/Azospirillum)LAE6 Alphaproteobacteria (Sphingomonas)
LAE7 Betaproteobacteria (Burkholderia)
K_05-6 Gammaproteobacteria
K_06-5 Betaproteobacteria
CCSP0084, CCSP0211, CCSP0528 y CCSP2178 Gammaproteobacteria (Cycloclasticus)
MGS-M1, MGS-M2, MGS-M3, MGS-M4, MGS-M5 Mollicutes (Haloplasma)
MGS-B1 Betaproteobacteria (Variovorax)
MGS-K1 Desconocido
MGS-MT1 Gammaproteobacteria (Alteromonas)
MGS-HA1 Bacilli (Geobacillus)
MGS-RG1, MGS-RG2 Gammaproteobacteria (Thiothrix/Leucothrix)
MGS-RG3 Alphaproteobacteria (Rhodobacteraceae)
Dado que de entre todas las enzimas
estudiadas las más representadas son las
hidrolasas con actividad esterasa y/o lipasa
(22 de las 25 totales), es posible también
analizar los valores de homología entre ellas.
En la Tabla 5 se puede observar que el valor
mínimo es del 0.5% y el máximo de 63.7%.
Esta diferencia tan marcada sugiere que las
enzimas estudiadas difieren
considerablemente entre si a nivel secuencia
y que, por tanto, durante esta Tesis Doctoral
se han caracterizado enzimas con una amplia
diversidad, hecho éste que puede tener
implicación a nivel de las reactividades
mostradas por las diferentes enzimas, como
se discutirá más adelante.
6.3 Características físico-
químicas de las enzimas
estudiadas
La Figura 17 resume de forma comparativa el
efecto del pH, la temperatura, y la concentración
de sal (NaCl) para todas las enzimas identificadas
y caracterizadas. Se aprecian similitudes y
diferencias significativas en lo que al efecto de
estos tres factores en la actividad enzimática se
refiere. El pH es un factor que afecta de forma
homogénea a la actividad con valores máximos
entre un pH de 7.0 y 8.5, independientemente del
origen de la enzima. Estos valores son muy
comunes en las enzimas similares descritas en la
bibliografía y correlacionan con el pH del hábitat
de procedencia (cercano a la neutralidad).
Tabla 4 | Posible origen microbiano de las enzimas recogidas en la Memoria. La asignación taxonómica se basa en elempleo de herramientas de análisis basadas en la frecuencia de tetranucleótidos en las secuencias de los fósmidos quecontienen la secuencia que codifica la enzima de interés y la homología con secuencias conocidas y depositadas en lasbases de datos. Como se aprecia, la mayoría de las enzimas procede de bacterias del filo Proteobacteria (18), seguidode Tenericutes (5) y Firmicutes (1); en uno de los casos, no fue posible sugerir la posible bacteria de origen.
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La temperatura óptima de todas las enzimas
oscila entre los 12 y los 75ºC y en la mayoría de
los casos se observa que los valores son superiores
a los de la temperatura del hábitat de procedencia
(Tabla 3; entre 4 y 65ºC). Más concretamente las
enzimas del Lago Arreo presentan valores de
actividad máximos entre los 12 y 40ºC, si bien la
temperatura media del agua es de 8.7ºC. Las
aisladas de ambientes marinos superficiales (Mar
de Barents) o bacterias de dichos ambientes
(Cycloclasticus sp. ME7) entre los 25 y 50ºC, si
bien la temperatura de dicho hábitat oscila entre
los 4 y 23ºC. Aquellas de las fosas marinas entre
los 16 y 70ºC, si bien su temperatura nunca supera
los 16.5ºC o es inferior a los 14ºC. Solo en el caso
de la enzima MGS-HA, procedente de una
bacteria termófila aislada de una fuente
hidrotermal tiene una temperatura óptima (75ºC)
que se aproxima a la temperatura de crecimiento
(65ºC) y al origen termófilo de la misma. Estos
resultados concuerdan con estudios recientes que
han demostrado que una alto porcentaje de
enzimas microbianas presentan una temperatura
óptima superior a la temperatura de crecimiento
del microorganismo productor (Kube et al., 2013).
Pese a ello, los resultados sugieren que las
enzimas de microorganismos de origen marino
independientemente de su salinidad o de
ambientes acuáticos ligeramente salinos presentan
en su mayoría actividades que sugieren la
presencia de bacterias psicrófilas y/o mesófilas.
Sin embargo, uno de los resultados más relevantes
de esta Tesis Doctoral es que los ambientes
marinos hipersalinos, pese a su baja temperatura
(16.5ºC) pueden contener enzimas con
características similares a aquellas de organismos
termófilos o hipertermófilos. Sirva de ejemplo la
enzima MGS-M2 (ver Capítulo 3). Esto no
significa la presencia de organismos termófilos en
estos ambientes, en particular la fosa hipersalina
Medee, sino que la acción combinada del efecto
de la alta concentración de sal y la presión ( 350
bares) pueden favorecer, mediante mecanismos
distintos a los descritos hasta la fecha, las
actividades y estabilidades de las proteínas a
temperaturas muy altas. Este hecho ha quedado
demostrado en esta Tesis Doctoral mediante la
resolución estructural de 5 de las proteínas
identificadas (ver Capítulo 3). Resaltar, que hasta
la fecha no se había descrito ninguna enzima de
un ambiente no termófilo, capaz de mantener la
integridad estructural y la actividad a una
temperatura de 70-75ºC.
Las concentraciones de sal (NaCl) para la
actividad óptima varían entre 0 y 4.0 M (Figura
17). De las 25 enzimas estudiadas, solo 3
mostraron mayor actividad en ausencia de sal
(LAE3, MGS-M5 y MGS-RG3), lo que sugieren
que las enzimas marinas o de medios acuáticos
ligeramente salinos son activadas en presencia de
dicha sal. Pese a ello, es de destacar es que las
enzimas procedentes de ambientes aquellos
Tabla 5 | Homología a nivel de identidad entre las diferentes secuencia de aminoácidos que codificanesterasas/lipasas identificadas en la presente Tesis Doctoral.
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LAE1 45.6 5.7 16.2 2.0 14.0 18.4 12.2 14.9 15.9 15.1 11.6 16.0 12.4 11.3 17.2 11.9 18.9 17.1 17.9 17.2 17.6
LAE2 45.6 12.2 8.6 8.3 13.2 30.0 7.4 8.3 8.5 7.6 6.4 8.4 6.4 6.2 10.1 8.4 10.3 8.7 8.8 8.2 9.2
LAE3 5.7 12.2 21.3 14.7 25.9 14.1 15.2 18.6 17.1 19.0 17.6 17.6 19.1 15.4 23.5 13.9 23.4 15.8 14.3 14.9 33.1
LAE4 16.2 8.6 21.3 12.2 18.6 8.9 18.1 4.6 15.7 15.4 17.0 17.4 18.2 17.7 19.1 10.3 17.5 15.8 15.8 13.2 14.9
LAE5 2.0 8.3 14.7 12.2 10.3 16.0 2.0 3.4 14.5 8.9 18.2 17.1 3.6 16.1 9.7 6.6 10.4 14.6 8.5 8.5 12.2
LAE6 15.3 13.2 25.9 18.6 10.3 18.1 15.3 19.9 2.7 9.8 15.1 7.5 14.9 4.9 37.6 13.2 19.3 17.6 7.9 8.2 27.2
LAE7 18.4 30.0 14.0 8.9 16.0 18.1 6.3 12.1 7.8 14.6 12.4 11.5 3.1 0.5 8.9 12.2 21.4 10.1 12.0 3.7 10.7
K_05-6 12.2 7.4 15.2 18.1 2.0 15.3 6.3 23.7 20.4 14.9 19.0 20.0 13.3 18.3 13.7 8.9 17.5 14.6 8.8 11.3 15.5
K_06-5 14.9 8.3 18.6 4.6 3.6 19.9 12.1 23.7 18.9 15.1 22.2 20.1 14.4 16.6 16.9 11.3 14.2 16.7 18.2 10.9 8.2
CCSP0084 15.9 8.5 17.1 15.7 14.5 2.7 7.8 20.4 19.4 13.7 34.9 32.2 17.3 23.3 15.3 14.2 9.7 18.6 14.7 11.6 18.7
CCSP0211 15.1 7.6 19.2 15.4 8.9 9.8 14.6 14.9 15.1 13.7 20.2 14.2 14.6 14.1 11.7 8.7 16.2 15.9 43.9 43.6 17.2
CCSP0528 11.6 6.4 17.6 17.0 18.3 15.1 12.4 1.0 22.2 34.9 20.2 33.0 15.6 20.9 15.0 11.5 7.3 17.0 16.2 15.0 16.8
CCSP2178 16.0 8.4 17.6 17.4 17.1 7.5 11.5 20.0 20.1 32.2 14.2 33.0 18.6 21.2 11.6 10.1 15.6 13.6 18.0 16.5 21.1
MGS-M1 12.4 6.4 19.1 18.2 3.4 14.9 3.1 13.4 14.4 17.3 14.6 16.2 18.6 12.8 17.1 8.3 15.6 16.7 16.4 17.4 17.6
MGS-M2 11.3 6.2 15.4 16.8 16.1 4.9 0.5 18.3 16.6 23.3 14.1 20.9 21.2 12.8 14.4 11.2 13.4 17.2 16.7 14.5 2.2
MGS-B1 17.2 10.1 23.5 19.1 9.7 37.6 8.9 13.7 16.9 15.3 11.7 15.0 11.6 17.1 14.4 18.3 18.5 13.7 15.0 15.2 22.2
MGS-K1 11.9 8.4 13.9 10.3 6.6 13.2 12.2 8.9 11.3 14.2 8.7 11.5 8.4 8.3 11.2 18.3 13.4 4.6 8.1 7.9 12.3
MGS-MT1 18.9 10.3 23.4 17.5 10.4 19.3 20.9 17.5 14.2 9.7 16.2 7.3 15.6 15.6 13.6 18.5 13.4 4.8 12.7 11.2 22.8
MGS-HA1 17.1 8.7 15.8 15.8 14.6 17.6 10.1 14.6 16.7 18.6 15.9 17.0 13.6 16.7 17.2 13.7 4.6 4.8 22.1 19.0 11.3
MGS-RG1 17.9 8.8 14.3 15.8 8.5 7.9 12.0 8.8 18.2 14.7 43.9 16.2 18.0 16.4 16.7 15.0 8.1 12.7 22.1 63.7 17.3
MGS-RG2 17.2 8.2 14.9 13.2 8.5 8.2 3.7 11.3 10.9 11.6 43.6 15.0 16.5 17.4 14.5 15.2 7.9 11.2 19.0 63.7 11.9
MGS-RG3 17.6 9.2 33.1 14.9 12.2 27.2 10.7 15.5 8.2 18.7 17.3 16.8 21.1 18.2 2.2 22.2 12.3 22.8 11.3 17.3 11.9
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ambientes caracterizados por menor salinidad
(Lago Arreo y Mar de Barents, salinidad  35 g/L)
presentan una fuerte bajada de la actividad a
concentraciones de sal superiores a 1.2 M (70
g/kg). El hecho de que tres enzimas de ambientes
marinos profundos caracterizados por bajos
niveles de salinidad (  35 g/L) presenten alta
actividad a 2.8-3.6 M de NaCl (163-210 g/kg),
sugiere que la presión pueda ser un factor
adicional que favorezca la estabilidad a altas
concentraciones de sal. Dicho esto, las enzimas de
fosas marinas hipersalinas son las que presentan
mayores niveles de actividad a concentraciones
muy elevadas de NaCl (hasta 4 M).
Las concentraciones de sal (NaCl) para la
actividad óptima varían entre 0 y 4.0 M (Figura
17). De las 25 enzimas estudiadas, solo 3
mostraron mayor actividad en ausencia de sal
(LAE3, MGS-M5 y MGS-RG3), lo que sugieren
que las enzimas marinas o de medios acuáticos
ligeramente salinos son activadas en presencia de
dicha sal. Pese a ello, es de destacar que las
enzimas procedentes de ambientes caracterizados
por menor salinidad (Lago Arreo y Mar de
Barents, salinidad  35 g/L) presentan una fuerte
bajada de la actividad a concentraciones de sal
superiores a 1.2 M (70 g/kg). El hecho de que dos
enzimas de ambientes marinos profundos (MGS-
M5 y MGS-RG3) caracterizados por bajos niveles
de salinidad (  35 g/L) presenten alta actividad a
2.8-3.6 M de NaCl (163-210 g/kg), sugiere que la
presión pueda ser un factor adicional que
favorezca la estabilidad a altas concentraciones de
sal. Dicho esto, las enzimas de fosas marinas
hipersalinas son las que presentan mayores niveles
de actividad a concentraciones muy elevadas de
NaCl (hasta 4 M) (Figura 17).
Pese a que se ha demostrado en la bibliografía
una relación entre el pI de una proteína y la
actividad frente a alta concentración de sal (Ferrer
et al., 2011), no se ha encontrado en la presente
Tesis Doctoral, una correlación entre ambos
factores (ver Tabla 2 y Figura 17). Esto sugiere
que factores estructurales, aún por definir, pueden
estar implicados en estas diferencias.
6.4 Amplia colección de
enzimas: diversidad
enzimática y promiscuidad
Actualmente la introducción a nivel general en la
industria química de síntesis de las enzimas está
siendo mucho más lenta de lo que inicialmente se
suponía. Una de las razones principales es que
cuando las enzimas disponibles no son capaces de
promover la reacción química deseada, el proceso
requerido para finalmente disponer de la enzima
que de novo pueda catalizar la reacción de interés,
es un proceso lento y costoso. Este proceso es más
fácil cuando se parte de enzimas disponibles
comercialmente, y mucho más complejo cuando
ello no es posible. Por esta razón enfocar la
investigación en la resolución sistemática y
Figura 17 | Mapa de color indicando los parámetros óptimos de actividad de las enzimas caracterizadas en lapresente Tesis Doctoral. Los parámetros, en orden de aparición de izquierda a derecha, incluyen, pH, temperatura yconcentración de sal (NaCl).
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ordenada de las reacciones químicas de interés, y
encontrar enzimas apropiadas para ello, es de
especial importancia. Las presente Tesis Doctoral
ha pretendido abordar este tema, creando un
amplio Catálogo de enzimas verdaderamente
promiscuas. Este Catálogo también permitiría no
solo acceder a nuevas reactividades sino también
a entender el fenómeno de promiscuidad
enzimática.
Para ello, y a diferencia de otros estudios
anteriores durante la presente Tesis Doctoral,
planteamos la caracterización bioquímica usando
un set muy amplio de sustratos, con un total de
210. Más concretamente se emplearon 137 ésteres
para la caracterización de actividad esterasa y/o
lipasa, 31 derivados de azúcares para la
caracterización de actividad glicosidasa, 41
aldehídos y cetonas para la caracterización de
actividad aldo-ceto reductasa y 1 para la
caracterización de actividad lactato
dehidrogenasa. Se ha pretendido con ello,
responder a una pregunta: ¿Las enzimas
identificadas constituyen nuevas variantes
enzimáticas que poseen capacidades catalíticas
similares o no a las descritas en las bases de
datos?
La Figura 18 resume gráficamente las
similitudes y diferencias en la reactividad de las
23 hidrolasas con actividad esterasa caracterizadas
en la presente Tesis Doctoral, así como otras
enzimas descritas en la bibliografía. La Figura
18A muestra la agrupación jerárquica en base a
una distribución binomial de la presencia o
ausencia de actividad para un stock de 137
sustratos. Para cada grupo de enzimas estudiadas,
se muestra también el tipo de hábitat (fosa marina,
agua de mar y lago cárstico) y la estimación de la
versatilidad de la enzima según la estimación del
número de sustratos (rango de sustrato: bajo (),
medio () o alto ()) sobre los que actúa una
determinada enzima. La Figura 18B resume la
actividad específica (unidades mg-1) media y el
rango de actividad, para todos los ésteres capaces
de ser hidrolizados, para cada una de las enzimas
estudiadas. Como se ha comentado en el Capítulo
5, a través de los resultados mostrados en la
Figura 18 se concluye que: i) las enzimas
descritas en esta Tesis Doctoral presentan valores
de actividad similares a los de otras enzimas
homólogas descritas en la bibliografía, incluidas
Figura 18 | Agrupación gráfica de la similitud y/o diferencias en la reactividad (A) y actividad específica (units mg-1)(B) frente a un set de 137 ésteres diferentes de las diferentes esterasas caracterizadas en la presente Tesis Doctoral,así como otras enzimas similares comerciales (CalA, CalB, 100L, RM, RO, y PLE) y otras descritas de ambientessimilares en la bibliografía (ABO 1197, ABO 1251, MGS01010, MGS 0105, y MGS0109). El panel A muestra laagrupación jerárquica en base a una distribución binomial de la presencia o ausencia de actividad para un stock de137 sustratos, para cada una de las enzimas analizadas. Abreviaturas: CalA, lipasa A de Candida antarctica(suministrada por Novozymes A/S, Bagsvaerd, Dinamarca); CalB, lipasa B de Candida antarctica (suministrada porNovozymes A/S, Bagsvaerd, Dinamarca);100L, lipasa de Thermomyces lanuginosa (suministrada por Novozymes A/S,Bagsvaerd, Dinamarca); RM, lipasa de Rhizomocur miehei (suministrada por Novozymes A/S, Bagsvaerd, Dinamarca);RO, lipasa de Alcaligenes sp. (suministrada por Meito Sangyo Co. (Japón); PLE, esterasa de hígado de cerdo.
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enzimas comerciales (Figura 18B); y ii) que las
enzimas aisladas de un mismo ambientes
presentan un perfil de sustratos similar y
diferenciado a las de otras enzimas de otros
hábitats  (Figura 18A), independientemente de las
diferencias a nivel de posición filogenética
basadas en la secuencia de aminoácidos de las
mismas (Figura 19). Esto podría ser debido al
hecho de que ambientes con características
geoquímicas similares pueden albergar una
biodiversidad muy similar independientemente de
la localización geográfica; por lo tanto esta
biodiversidad similar podría contener enzimas con
reactividades adaptadas a ese nicho ecológico.
Pese a ello, también se observan diferencias a
nivel de actividad específica (Figura 18B) y el
número de sustratos susceptibles de ser
hidrolizados entre las enzimas estudiadas en un
mismo hábitat (Figura 18A).
De los ésteres testeados, las hidrolasas
caracterizadas fueron capaces de hidrolizar de 5 a
61 ésteres. Estas diferencias en especificidad de
sustrato, se correlacionan con la amplia diferencia
a nivel de secuencia entre las diferentes enzimas
(Tabla 5). Sin embargo, es de destacar que
enzimas que presentan muy bajos niveles de
identidad, por ejemplo LAE1 y LAE3 (5.7%) del
Lago Arreo son bioquímicamente muy similares
entre sí en lo que a especificidad de sustrato se
refiere (Figura 18A). Sin embargo no lo son a
nivel de temperatura óptima (30ºC y 16ºC,
respectivamente) y concentración de NaCl óptima
(1.2 vs 0 M, respectivamente) (Figura 17). Este
hecho también es extensible para otras enzimas de
otros hábitats como por ejemplo las enzimas
MGS-M1 y MGS-M2 de la fosa Medee. Ambas
enzimas, que comparten solo un 12.8% de
identidad de secuencia son  bioquímicamente muy
similares entre sí en lo que a especificidad de
sustrato se refiere (Figura 18A), si bien presentan
parámetros físico-químicos para su actividad
óptima muy diferenciados. Sirva de ejemplo las
diferentas en temperatura óptima: 25ºC para
MGS-M1 y 70ºC para MGS-M2. Por lo tanto, los
datos sugieren que mientras que la especificidad
de sustrato de las enzimas de un mismo hábitat es
más similar entre sí independientemente de la
homología, las diferencias en los parámetros
óptimos de actividad son más acusadas e influyen
de manera mucho más heterogénea.
Figura 19 | Relación filogenética de las esterasasidentificadas en la presente Tesis Doctoral (negrita ysombra). Ver detalles en Alcaide et al. (2015). La figuramuestra las sub-familias de la familia deesterasas/lipasas a las que pertenecen las diferentesenzimas (Arpigny y Jaeger, 1999).
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Centrándonos en la especificidad de sustrato,
los resultados presentados han mostrado que un
amplio número de las enzimas caracterizadas
muestran una alta promiscuidad de sustrato. Tal
información se ha conseguido a través del estudio
de una amplia diversidad enzimática y una amplia
diversidad química de los sustratos empleados,
que se distinguen claramente de otros trabajos o
estudios similares descritos en la bibliografía.
Estos niveles de promoscuidad son especialmente
visibles en las enzimas LAE6 (Lago Arreo), que
también es la enzima más activa de todas las
analizadas en esta Tesis Doctoral (Figura 20),
MGS-HA1 (Isla de San Pablo), MGS-B1 (fosa
Bannock), MGS-K1 (fosa Kryos), y MGS-RG1 y
MGS-RG2 (R. exoculata). Estas enzimas son
capaces de hidrolizar una amplia diversidad de
ésteres con estructuras muy diferencias que en su
conjunto no se ha demostrado hasta la fecha que
sean sustratos de una sola esterasa/lipasa descrita.
Estos sustratos incluyen, triglicéridos, ésteres de
alkilo, alkenilo o arilo halogenados y no
halogenados, derivados de ésteres de ácido
cinámico, ésteres de carbohidratos, lactonas,
epóxidos. Además, 10 de las 23 (o el 43% del
total) esterasas/lipasas estudiadas mostraron altos
niveles de enantioselectividad aparente (rango de
20 a 816; Janes et al., 1997; Baumann et al.,
2001) para ésteres quirales como (S)-mandelato de
metilo (CCSP2178, CCSP0211, LAE4, RG1), (S)-
4-nitrobenzoato de glicidilo (RG1), (S)-3-bromo-
2-metil-propionato de metilo (MGS-K1, RG1,
RG2), (S)-lactato de metilo (CCSP0211, RG2),
(R)-mandelato de metilo (LAE1, LAE3, RG3), y
(R)-butirato de glicidilo (LAE6).
Pese a que se ha demostrado el alto potential
de las esterasas descritas en la presente Tesis
Doctoral en reacciones de hidrólisis, su uso en
biotransformaciones está aún por determinar. En
este sentido hay que recordar que factores tales
como la actividad y estabilidad frente a
disolventes orgánicos y el efecto de la
inmovilización, son claves, entre otros factores, en
la incorporación de tales enzimas en el mercado
(Plou et al., 2002, 2003; Bomarius y Paye, 2013).
Otro ejemplo a resaltar en lo que se refiere a
como la metagenómica puede proporcionar
nuevas enzimas con actividades enzimáticas
diferentes a las ya conocidas, lo constituyen las
enzimas K_05-6 y K_06-5 aisladas de
comunidades microbianas del Mar de Barents y
CCSP0084, CCSP0528 y CCSP2178 de la
bacteria Cycloclasticus sp. ME7. Estas enzimas,
que presentan homología tanto con esterasas como
con hidrolasas de enlaces carbono-carbono. Si
Figura 20 | Actividad específica máxima (para el mejor sustrato) de las diferentes esterasas/lipasas caracterizadas enla presente Tesis Doctoral, así como otras enzimas de ambientes similares descritas en la bibliografía (ABO 1197, ABO1251, MGS01010, MGS 0105, y MGS0109).
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bien, las enzimas con actividad esterasas tienen un
alto potencial biotecnológico (ver Introducción),
las MCP hidrolasas no lo tienen debido a que
todas las enzimas de este tipo descritas en la
bibliografía presentan una especificidad de
sustrato muy restringida; solo son capaces de
hidrolizar HOHD y  HOPHD, moléculas que se
forman durante la degradación de compuestos
aromáticos (p.e. catecol y tolueno) (Alcaide et al.,
2013). De hecho, estas enzimas paticipan en rutas
de degradación de aromáticos y no son capaces,
en su mayoría, de hidrolizar enlaces ésteres. Los
datos presentados en esta Tesis han demostrado
por primera vez  que una misma enzima puede
poseer ambas actividades, esterasa y MCP
hidrolasa, con un grado de promiscuidad de
sustrato hasta ahora desconocido. Las 5 enzimas
analizadas han mostrado actividad no solo frente a
HOHD y  HOPHD sino también frente a un total
de más de 12 ésteres diferentes, incluídos ésteres
quirales. Por lo tanto, la presente Tesis Doctoral
abre por primera vez la posibilidad de que
enzimas con actividad dual esterasa:MCP
hidrolasa sean más abundante en la Naturaleza de
lo que inicialmente se pensaba. La caracterización
de otras 9 enzimas similares aisladas de ambientes
crónicamente contaminados que se está realizando
actualmente en el laboratorio, confirman este
hecho. Dado que estas enzimas han sido aisladas
de ambientes contaminados o bacterias
degradadoras de aromáticos, es posible que la
presión producida por eventos de contaminación
crónica pueda abrir nuevos escenarios evolutivos
que permitan la adquisición de tales actividades a
fin de que los microorganismos productores
puedan acceder a dichas moléculas.
La presencia de esta actividad dual en
ambientes no contaminados no se ha demostrado
hasta la fecha en la bibliografía. Esto, junto con el
hecho de que enzimas homólogas (Alcaide et al.,
2013; Capítulo 3) similares a K_05-6, K_06-5,
CCSP0084, CCSP0528 y CCSP2178, se
encuentran en genomas de organismos con
capacidades biodegradativas, sugiere que dicha
actividad dual puede estar más asociada a
comunidades microbianas de ambientes
contaminados.
6.5 Entendimiento de los
mecanismos subyacentes a la
promiscuidad de las enzimas
Durante la presente Tesis Doctoral algunas
enzimas representativas con características
interesantes (promiscuidad y adaptación a
parámetros físico-químicos extremos) fueron
seleccionadas y sometidas a fermentaciones con
alta densidad celular y técnicas de cristalización.
En paralelo se aplicaron técnicas de mutagénesis
dirigida. Se pretendía con ello proporcionar un
conocimiento estructural detallado de las enzimas
más representativas y entender el fenómeno y
relevancia de la promiscuidad enzimática y la
transferencia a otras clases de enzimas, así como
entender los mecanismos de adaptación a
condiciones poli-extremas de temperatura,
salinidad y presión.
Para ello, se seleccionaron y cristalizaron
enzimas de tres fuentes distintas: i) LAE6 del
Lago Arreo, ejemplo de esterasa ampliamente
promiscua; ii) CCSP0084 de Cycloclasticus sp.
ME7, ejemplo de enzima con actividad dual
esterasa:MCP hidrolasa; iii) 5 enzimas (3
esterasas, 1 aldo-ceto reductasa y 1 lactato
dehidrogenasa) de ambientes marinos profundos,
en particular la fosa marina hipersalina Medee, y
la fosa marina Matapan-Vavilov de baja salinidad.
La resolución de la estructura se logró con éxito
en todos los casos, habiendo reportado hasta la
fecha solo la estructura de todas ellas (Figura 21),
menos de LAE6, que está pendiente de
publicación. EL análisis de la estructura de la
enzima CCSP0084, en combinación con
experimentos de mutagénesis dirigida, ha revelado
por primera vez que en la transformación de una
esterasa a una MCP hidrolasa están implicados un
bajo número de aminoácidos cercanos al centro
activo (Figura 22). En particular, se han
identificado 3 residuos en la proteína CCSP0084,
cuya mutación afecta a la capacidad de esta
enzima de hidrolizar enlaces éster y enlaces C-C,
y que por lo tanto estos residuos están
involucrados en el reconocimiento de los distintos
sustratos y en el consiguiente grado de
promiscuidad. El hecho de que solo un bajo
número de aminoácidos esté involucrado en la
modulación de la promiscuidad sugiere que
factores ambientales, como la contaminación
crónica por la actividad antropogénica, puedan ser
suficientes para la evolución de diferentes tipos de
actividad hidrolasa, hecho éste que se ha
demostrado para la aparición de atividad
dehalogenasa (Beloqui et al., 2010).
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Figura 21 | Comparación de las estructuras de las enzimas cristalizadas y presentadas en esta Memoria, y sushomólogos estructurales en base a búsquedas por similitud. Las enzimas se representan en viñetas donde se apreciala localización de la serina catalítica (para estersas en la parte superior, y la enzima CCSP0084 en la parte inferior) yde los sitios de unión a NADPH/NADH y sustrato (para las enzimas MGS-M4 y MGS-M5 en la parte inferior).
Figura 22 |Comparación de los centros activos putativos de las enzimas cristalizadas y presentadas en esta Memoria,y sus homólogos estructurales en base a búsquedas por similitud. Para cada enzima se muestran los sitios de unión asustrato y aquellos que participan en la catálisis. En el caso de enzimas con actividad esterasa (parte superior yenzima CCSP084 en la parte inferior) se representa la triada catalítica. El canal de unión a sustrato de la enzima MGS-M2 y su homólogo estructural HsaD se representan como representación de superficie accesible a solvente; elpotencial electroestático se representa con colores, donde se aprecian las diferencias en residuos cargados. Semuestran también los residuos de unión a NADH/NADPH y de sustrato para la aldo-ceto reductasa MGS-M4 y lalactato dehidrogenasa MGS-M5, y sus homólogos estructurales.
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El análisis de la estructura de las enzimas
MGS-M1, M2, M4, M5 y MT1, de ambientes
marinos profundos, es de especial interés por dos
razones. Primero porque constituye la mayor
colección de estructuras de enzimas de ambientes
marinos profundos. En segundo lugar porque ha
permitido obtener información que revela
mecanismos moleculares desconocidos
involucrados en la adaptación de las proteínas a
condiciones poli-extremas (Figura 23). En tercer
lugar porque ha permitido entender las diferencias
a nivel de centros activos que explican las
distintas especificidades de sustratos de las
enzimas entre sí y en comparación con otras
descritas en las bases de datos.
Como se ha comentado en el Capítulo 4, el
análisis de las estructuras de las enzimas de fosas
marinas revela no solo una confirmación y una
distribución de cargas (Figura 23) diferente a la
de otras enzimas similares descritas en la
bibliografía. Ese hecho se ha observado también
para la enzima CCSP0084 de Cycloclasticus sp.
ME7 (Figura 23). Esto concuerda con el hecho
de que las propiedades bioquímicas y
especificidad de sustrato de las enzimas
presentadas en esta Memoria son muy diferentes
a las de enzimas similares descritas hasta la
fecha.
Un estudio comparativo entre todas las
estructuras presentadas en la Memoria arroja
diferencias significativas. Por ejemplo, MGS-M1
no presenta una tapadera (sub-dominio -hélice)
que si presentan MGS-M2 y CCSP0084 (Figura
24). Es posible que dicha tapadera pudiera estar
implicada no solo en las diferencias en la
especificidad de sustrato, sino también en la
estabilidad de dichas proteínas. Así, mientras
MGS-M1 muestra actividad frente a sustratos
largos, por ejemplo, p-nitrofenil dodecanoato (ver
Figura S2, Capítulo 3), MGS-M2 y CCSP084
(más activos con p-nitrofenil butirato) lo son solo
frente a sustratos más cortos (ver Figura S1 en
Capítulo 2). Además, mientras que MGS-M1 es
más activa a 25ºC, MGS-M2 y CCSP0084 lo son
a mayor temperatura (70 y 45ºC,
respectivamente) (Figura 17). Finalmente, MGS-
M2 y CCSP0084 comparten un mayor grado de
similitud a nivel de cargas, incluídas en la zona
de la tapadera (Figura 23). Dicho esto, una
validación experimental es necesaria para
determinar la implicación real de dicha tapadera
en ambos factores.
La similitud a nivel de cargas y a nivel de la
presencia de un sub-dominio -hélice en MGS-
M2 y CCSP0084 contrasta con el hecho de que
Figura 23 | Comparación de la superfie de las enzimas cristalizadas y presentadas en esta Memoria, y sus homólogosestructurales en base a búsquedas por similitud. Para cada enzima se muestran los sitios de unión a sustrato yaquellos que participan en la catálisis. La estructura aparece como representación de superficie accesible a solvente;el potencial electroestático  (en unidades kb/T = constante de Boltzmann frente a la temperatura) se representa concolores, donde se aprecian las diferencias en residuos cargados. Las flechas indican la localización de la serinacatalítica (para estersas en la parte superior, y la enzima CCSP0084 en la parte inferior) y de los sitios de unión aNADPH/NADH y sustrato (para las enzimas MGS-M4 y MGS-M5 en la parte inferior).
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solo 7 de los 18 posibles aminoácidos
involucrados en catálisis o sitios de unión a
sustrato se compartan entre ambas enzimas
(Figura 25A). Esto, junto con la presencia de dos
ligandos desconocidos en la estructura de MGS-
M2, uno de ellos unido covalentemente a la
Ser97 (Figura 25A), puede se responsable, sin
embargo, de la diferente especificidad de sustrato
entre ambas enzimas, si bien, ambas se
encuentran entre las enzimas presentadas en la
Memoria que actúan sobre menor número de
sustratos: 9 en el caso de CCSP0084 y 13 en el
caso de MGS-M2, de un total de más de 130
sustratos testeados. Más concretamente, entre los
sustratos diferenciadores, CCSP0084 actúa sobre
enlaces C-C en HODH y HOPDH, acetato de
geranilo y acetato de butilo, mientras MGS-M2
actúa sobre triglicéridos cortos, lactato de metilo,
bromo acetato dimetilo y triacetato de glucal.
6.6 Consideraciones finales
La presente Tesis Doctoral no solo ha
incrementado sustancialmente el número de
enzimas caracterizadas, que suponen un aumento
de al menos el 25% respecto a las enzimas
caracterizadas en la bibliografía por técnicas
metagenómicas (Martínez-Martínez et al., 2013),
sino abre la posibilidad para futuros trabajos
relacionados con la aplicación de tales enzimas en
biotransformaciones de interés. Si bien, los
resultados indican un alto potencial en reacciones
de hidrólisis, hay que tener en cuenta que en un
proceso biocatalítico, como en cualquier reacción
química en general, el solvente o medio de
reacción tiene a  menudo tanta importancia como
la estructura del sustrato y el modo de acción
enzimático, de manera que esta variable añade un
factor importante de complejidad a la hora de
diseñar biotransformaciones con las enzimas
presentadas en esta Memoria.
Es bien conocido que el proceso de
investigación y desarrollo de nuevos procesos
enzimáticos, más fácil cuando es razonable partir
de enzimas disponibles comercialmente  y mucho
más complejo cuando ello no es posible, es a
menudo costoso y lento. Excepto para aquellas
grandes corporaciones industriales con capacidad
técnica suficiente y grandes volúmenes de
producción y venta de compuestos químicos
específicos, para la mayor parte de las empresas
Figura 24 | A. Vista detallada de las estructuras de MGS-M1, MGS-M2 y CCSP084 superpuestas. Como se aprecia lastres enzimas presentan un plegamiento / hidrolasas, si bien la esterasa MGS-M1 no presenta un sub-domino α-hélice, que si presentan MGS-M2 y CCSP0084. Estrella negra: localización del centro activo. El panel (B) representa laestructura detallada de MGS-M1 donde se aprecian los elementos estructurales ausentes en comparación con las otrasdos proteínas.
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incluso de tamaño medio, y para los laboratorios
ello supone un inconveniente suficientemente
significativo como para que renuncien a la
posibilidad de la aplicación de técnicas
metagenómicas en sus procesos industriales. Ello
es especialmente notorio cuando los volúmenes de
venta del compuesto a producir son bajos y los
márgenes comerciales, forzados por la
competencia, muy estrechos, o bien porque la
introducción de cualquier cambio en el proceso
productivo supone una dificultad a menudo
insalvable, en términos del tiempo y dinero.
Es por ello, que en el futuro, habría que
enfocar la investigación básica en biocatálisis a la
resolución sistemática y ordenada, mediante el
empleo de las enzimas presentadas en esta
Memoria (y otras), de las reacciones químicas de
interés para la industria, poniendo especial énfasis
en aquellas de gran potencial de aplicación, pero
que se enmarcan en un tipo de reacción química
poco desarrollado hasta la fecha. En este punto,
seria de especial interés la edición de un catálogo
accesible a empresas y grupos de la academia
donde se resumen las propiedades generales de
tales enzimas, a fin de atraer financiación o iniciar
colaboraciones en el marco de desarrollos
biocatalíticos. En segundo lugar habría que
realizar ensayos de las capacidades enzimáticas en
presencia de medios orgánicos y no acuosos como
medio de incrementar las capacidades catalíticas
de las enzimas estudiadas en la presente Tesis
Doctoral. Por otro lado, habría que realizar un
estudio detallado de los efectos que sobre la
actividad enzimática de las diferentes enzimas
presentadas en esta Memoria tienen los procesos
de inmovilización, con independencia de la
mejora evidente que suponen en relación a la
posibilidad que ofrecen de ser recuperados al final
del proceso y estar en disposición de ser utilizados
de nuevo, y a la mejora de su resistencia a los
efectos ambientales y de los disolventes. Solo a
través de un estudio conjunto de éstas, y otras
Figura 25 | Vista detallada de las estructuras de MGS-M2 y CCSP084 donde se detallan los residuos cercanos al centroactivo. Las estrellas negras representan los residuos potenciales que participan en la catálisis o unión a sustrato. B.Detalle del canal de la estructura de MGS-M2 donde se aprecia la presencia de dos ligandos desconocidos, uno de ellosunido a la Ser97.
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variables, se podrá llegar a conocer el potencial de
las nuevas enzimas descritas en esta Tesis
Doctoral en futuras biotransformaciones de interés
básico e industrial.
Finalmente me gustaría mencionar que en el
estudio de los procesos biocatalíticos, el
conocimiento profundo del mecanismo de la
reacción química y  el entender de qué manera la
enzima modifica los estados energéticos de
transición por los que pasa el proceso, de manera
que se reduzca  la cantidad de energía implicada
en el proceso y la reacción química se vea
favorecida, es clave. Este estudio, que requiere de
la caracterización bioquímica y la cristalización de
la enzima para determinar su estructura-
especialmente de la zona del centro activo- y de
una notable capacidad de cálculo, debe ser
realizado de manera específica para cada enzima.
Las estructuras aportadas en la presente Memoria
pueden abrir futuros trabajos en estas líneas en los
que la aplicación de técnicas de dinámica
molecular, mecánica cuántica y otros sistemas de
análisis (Martín-Garcia, et al., 2013; Mendieta-
Moreno et al., 2014) pueden ser de interés, junto
con herramientas de muetagénesis dirigida y
aleatoria.
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1. Las características geoquímicas de los ambientes producen un sesgo importante en el índice de
incidencia de clones activos.
2. Se ha demostrado que el empleo de herramientas de metagenómica funcional permite la
identificación de biocatalizadores novedosos y auténticamente versátiles, que incluyen
esterasas, lipasas, glicosidasas, aldo-ceto reductasas y lactato dehidrogenasas.
3. Al menos un 45% de las 25 enzimas identificadas y caracterizadas son enzimas ampliamente
promiscuas, ya que poseen especificidades de reacción relajadas, actividad frente a un amplio
número de sustratos, y alta estereoselectividad y estabilidad bajo amplias condiciones.
4. Se ha demostrado la capacidad de hidrolizar eficazmente enlaces ésteres y carbono-carbono en
una misma hidrolasa. Así mismo, se ha sugerido que dicho grado de promiscuidad pueda
deberse a la presión selectiva producida por la introducción de nuevas moléculas, en particular
contaminantes, en el hábitat de origen, y a procesos evolutivos en los que están involucrados un
número muy limitado de aminoácidos.
5. Se sugiere que el potencial biotecnológico de las hidrolasas de enlaces C-C es superior al
pensado hasta la fecha en la bibliografía.
6. Se ha demostrado la existencia de enzimas termo-activas y termo-resistentes a 70ºC en
ambientes marinos profundos hipersalinos donde la temperatura no es superior a 16.5ºC. Existe
una relación directa entre la resistencia a la presión y el aumento en la temperatura óptima y de
desnaturalización de las enzimas en ambientes marinos profundos hiper-salinos.
7. Mecanismos moleculares desconocidos están involucrados en la adaptación de las enzimas
procedentes de microorganismos de ambientes marinos profundos a condiciones poli-extremas,
en particular en ambientes caracterizados por una alta salinidad y presión y una temperatura
moderada.
8. Sugerimos que las enzimas aisladas de un mismo ambiente presentan, por lo general, un perfil
de sustratos similar, independientemente de las diferencias a nivel filogenético y de homología.
Esto podría ser debido a que ambientes con características geoquímicas similares pueden
albergar una biodiversidad muy similar independientemente de la localización geográfica. Por
lo tanto esta biodiversidad similar podría contener enzimas con reactividades adaptadas a cada
nicho ecológico.
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